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Description 

[0001] This invention relates to analytical sensors for the detection of bioanalytes in a small volume sample. 

5 Background of the Invention 

[0002] Analytical sensors are useful in chemistry and medicine to determine the presence and concentration of a 
biological analyte. Such sensors are needed, for example, to monitor glucose in diabetic patients and lactate during 
critical care events. 

10 [0003] Currently available technology measures bioanalytes in relatively large sample volumes, e.g., generally re- 
quiring 3 microliters or more of blood or other biological fluid. These fluid samples are obtained from a patient, for 
example, using a needle and syringe, or by lancing a portion of the skin such as the fingertip and "milking" the area to 
obtain a useful sample volume. These procedures are inconvenient for the patient, and often painful, particularly when 
frequent samples are required. Less painful methods for obtaining a sample are known such as lancing the arm or 

is thigh, which have a lower nerve ending density. However, lancing the body in the preferred regions typically produces 
submicroliter samples of blood, because these regions are not heavily supplied with near-surface capillary vessels. 
[0004] It would therefore be desirable and very useful to develop a relatively painless, easy to use blood analyte 
sensor, capable of performing an accurate and sensitive analysis of the concentration of analytes in a small volume 
of sample. Sensors capable of electrochemically measuring an analyte in a sample are known in the art. Some sensors 

20 known in the art use at least two electrodes and may contain a redox mediator to aid in the electrochemical reaction. 
However, the use of an electrochemical sensor for measuring analyte in a small volume introduces error into the meas- 
urements. One type of inaccuracy arises from the use of a diffusible redox mediator. Because the electrodes are so 
close together in a small volume sensor, diffusible redox mediator may shuttle between the working and counter elec- 
trode and add to the signal measured for analyte. Another source of inaccuracy in a small volume sensor is the difficulty 

25 in determining the volume of the small sample or in determining whether the sample chamber is filled. It would therefore 
be desirable to develop a small volume electrochemical sensor capable of decreasing the errors that arise from the 
size of the sensor and the sample. 

[0005] WO 98/35225 discloses a sensor having a working electrode, a counter electrode, and a sample chamber 
for receiving a sample having the analyte to be measured. The sample chamber includes a measurement zone having 
30 a volume of less than about 1 ul A non-leachable redox mediator, which acts as an electron transfer agent between 
the analyte and the working electrode, is present on a portion of the working electrode. 

Summary of the Invention 

35 [0006] The sensors of the present invention provide a method for the detection and quantification of an analyte in 
submicroliter samples. In general, the invention includes a method and sensor for analysis of an analyte in a small 
volume of sample by, for example, coulometry, amperometry and/or potentiometry. A sensor of the invention utilizes a 
non-leachable or diffusible redox mediator. The sensor also includes a sample chamber to hold the sample in electrolytic 
contact with the working electrode. In many instances, the sensor also contains a non-leachable or diffusible second 

40 electron transfer agent. 

[0007] In a preferred embodiment, the working electrode faces a counter electrode, forming a measurement zone 
within the sample chamber, between the two electrodes, that is sized to contain no more than about t ul of sample, 
preferably no more than about 0.5 \iL, more preferably no more than about 0.25 uL, and most preferably no more than 
about 0.1 uL of sample. A sorbent material is optionally positioned in the sample chamber and measurement zone to 

45 reduce the volume of sample needed to fill the sample chamber and measurement zone. 

[0008] In one embodiment of the invention, a biosensor is provided which combines coulometric electrochemical 
sensing with a non-leachable or diffusible redox mediator to accurately and efficiently measure a bioanalyte in a sub- 
microliter volume of sample. The preferred sensor includes an electrode, a non-leachable or diffusible redox mediator 
on the electrode, a sample chamber for holding the sample in electrical contact with the electrode and, preferably, 

50 sorbent material disposed within the sample chamber to reduce the volume of the chamber. The sample chamber, 
together with any sorbent material, is sized to provide for analysis of a sample volume that is typically no more than 
about 1 u.L, preferably no more than about 0.5 jiL, more preferably no more than about 0.25 \it, and most preferably 
no more than about 0.1 \iL. In some instances, the sensor also contains a non-leachable or diffusible second electron 
transfer agent. 

55 [0009] One embodiment of the invention includes a method for determining the concentration of an analyte in a 
sample by, first, contacting the sample with an electrochemical sensor and then determining the concentration of the 
analyte. The electrochemical sensor includes a facing electrode pair with a working electrode and a counter electrode 
and a sample chamber, including a measurement zone, positioned between the two electrodes. The measurement 
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zone is sized to contain no more than about 1 uL of sample. 

[0010] The invention also includes an electrochemical sensor with two or more facing electrode pairs. Each electrode 
pair has a working electrode, a counter electrode, and a measurement zone between the two electrodes, the meas- 
urement zone being sized to hold no more than about 1 uL of sample. In addition, the sensor also includes a non- 
leachable redox mediator on the working electrode of at least one of the electrode pairs or a diffusible redox mediator 
on a surface in the sample chamber or in the sample. 

[0011] One aspect of the invention is a method of determining the concentration of an analyte in a sample by con- 
tacting the sample with an electrochemical sensor and determining the concentration of the analyte by coulometry. 
The electrochemical sensor includes an electrode pair with a working electrode and a counter electrode. The sensor 
also includes a sample chamber for holding a sample in electrolytic contact with the working electrode. Within the 
sample chamber is sorbent material to reduce the volume sample needed to fill the sample chamber so that the sample 
chamber is sized to contain no more than about 1 uL of sample. The sample chamber also contains a non-leachable 
or diffusible redox mediator and optionally contains a non-leachable or diffusible second electron transfer agent. 
[0012] The sensors may also include a fill indicator, such as an indicator electrode or a second electrode pair, that 
can be used to determine when the measurement zone or sample chamber has been filled. An indicator electrode or 
a second electrode pair may also be used to increase accuracy of the measurement of analyte concentration. The 
sensors may also include a heating element to heat the measurement zone or sample chamber to increase the rate 
of oxidation or reduction of the analyte. 

[0013] Sensors can be configured for side-filling or tip-filling. In addition, in some embodiments, the sensor may be 
part of an integrated sample acquisition and analyte measurement device. The integrated sample acquisition and 
analyte measurement device may include the sensor and a skin piercing member, so that the device can be used to 
pierce the skin of a user to cause flow of a fluid sample, such as blood, that can then be collected by the sensor. In at 
least some embodiments, the fluid sample can be collected without moving the integrated sample acquisition and 
analyte measurement device. 

[0014] One method of forming a sensor, as described above, includes forming at least one working electrode on a 
first substrate and forming at least one counter or counter/reference electrode on a second substrate. A spacer layer 
is disposed on either the first or second substrates. The spacer layer defines a channel into which a sample can be 
drawn and held when the sensor is completed. A redox mediator and/or second electron transfer agent are disposed 
on the first or second substrate in a region that will be exposed within the channel when the sensor is completed. The 
first and second substrates are then brought together and spaced apart by the spacer layer with the channel providing 
access to the at least one working electrode and the at least one counter or counter/reference electrode. In some 
embodiments, the first and second substrates are portions of a single sheet or continuous web of material. 
[0015] These and various other features which characterize the invention are pointed out with particularity in the 
attached claims. For a better understanding of the invention, its advantages, and objectives obtained by its use, ref- 
erence should be made to the drawings and to the accompanying description, in which there is illustrated and described 
preferred embodiments of the invention. 



Brief Description of the Drawings 

[0016] Referring now to the drawings, wherein like reference numerals and letters indicate corresponding structure 
throughout the several views: 



Figure 1 is a schematic view of a first embodiment of an electrochemical sensor in accordance with the principles 
of the present invention having a working electrode and a counter electrode facing each other; 
Figure 2 is a schematic view of a second embodiment of an electrochemical sensor in accordance with the principles 
of the present invention having a working electrode and a counter electrode in a coplanar configuration; 
Figure 3 is a schematic view of a third embodiment of an electrochemical sensor in accordance with the principles 
of. the present invention having a working electrode and a counter electrode facing each other and having an 
extended sample chamber; 

Figure 4 is a not-to-scale side-sectional drawing of a portion of the sensor of Figures 1 or 3 showing the relative 
positions of the redox mediator, the sample chamber, and the electrodes; 

Figure 5 is a top view of a fourth embodiment of an electrochemical sensor in accordance with the principles of 
the present invention, this sensor includes multiple working electrodes; 

Figure 6 is a perspective view of an embodiment of an analyte measurement device, in accordance with the prin- 
ciples of the present invention, having a sample acquisition means and the sensor of Figure 4; 
Figure 7 is a graph of the charge required to electrooxidize a known quantity of glucose in an electrolyte buffered 
solution (filled circles) or serum solution (open circles) using the sensor of Figure 1 with glucose oxidase as the 
second electron transfer agent; 
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Figure 8 is a graph of the average glucose concentrations for the data of F.gure 7 (buffered »^™W j£ 
calibration curves calculated to fit the averages; a linear calibration curve was calculated for the 
centrations and a second order polynomial calibration curve was calculated for the 0-10 mM concentrates 
Figure 9 is a Clarke-type clinical grid analyzing the clinical relevance of the glucose nleasurem i en ^ l 9^ e J' 
Figure 1 0 is a graph of the charge required to electrooxidize a known quantity of glucose ,n an electrode buffered 
solution using the sensor of Figure 1 with glucose dehydrogenase as the second electron transf* «• 
Figures 11A 11B, and 11C are top views of three configurations for overlapping working and counter electrodes 

SSuS'^ views of one embodiment of an electrode pair formed using a recess of 

10 VZ^^ZS^T of ye, another embodiment of an electrode pair of the present 
invention formed in a recess of a base material; . . ,• 

pTguresI^^ 

formed usina a recess of a base material and a sorbent material; 

Fig^re lS tea graph of charge delivered by a sensor having a diffusible redox mediator over „me for several 

^r^Srge delivered by a sensor having a diffusible redox mediator for several glucose con- 

Se'^ts a graph of charge delivered by sensors with different amounts of diffusible redox mediator over time 
Figure ISA MiL a top view o, a first film with a working electrode for use in a fifth embodiment of a sensor 
according to the invention; ,_ .... 

Figure 18B illustrates a top view of a spacer for placement on the first film of Figure 18A, 
Figure 18C illustrates a bottom view of a second film (inverted with respect to Rgures 18A and 18B) wrth counter 
electrodes placement over the spacer of Figure 18B and first film of Figure 18A; 

Fi^re 19A iiustrates a top view of a first film with a working electrode for use in a sixth embodiment o, a sensor 
according to the invention; 

Figure 1 9B illustrates a top view of a spacer for placement on the f.rst film of F.gure 1 9A 
Figure 19C illustrates a bottom view of a second film (inverted with respect to F,gures 19A and 19B) with counter 
electrodes placement over the spacer of Figure 1 9B and first film of Figure 1 9A; ■ 
F^ 

according to the invention; 

Fin, trp ?OR illustrates a too view of a spacer for placement on the first film of Figure 20A, 
Figure 2S SZ a bottom view ofa second film (inverted with respect to Figures 20A and 20B) wrth counter 
electrodes placement over the spacer of Figure 20B and first film of Figure 20A; . , impnt of , sensor 

Figure 21 A illustrates a top view of a first film with a working electrode for use in a e.ghth embod.ment of a sensor 
according to the invention; ... .... 

Figure 21B illustrates a top view of a spacer for placement on the first film of Figure 21 A . 
Figure 21C illustrates a bottom view of a second film (inverted with respect to F.gures 21A and 21B) with counter 
electrodes placement over the spacer of Figure 21 B and first film of Figure 21 A; 

Figure 22A illustrates a top view of a first film with a working electrode for use ,n a ninth embod.ment of a sensor 
according to the invention; • 
Pim ir p p?r illustrates a tOD view of a spacer for placement on the first film of Figure ^ a, 
Sure ?2C tSZ 1 Em view of a second film (inverted wrth respect ,0 Figures 22A and 22B) wrth counter 
electrodes placement over the spacer of Figure 22B and first film of Figure 22A; o{ sensor 

Figure 23A illustrates a top view of a first film with a working electrode for use in a tenth embod.ment of a sensor 
according to the invention; 

Figure 23B illustrates a top view of a spacer for placement on the first film of Figure 23A 
Figure 23C illustrates a bottom view of a second film (inverted wrth respect to Figures 23A and 23B) with counter 
electrodes placement over the spacer of Figure 23B and first film of Figure 23A; mh ^ imentof a qensor 

Figure 24A illustrates a top view of a first film with a working electrode for use .n a eleventh embod.ment of a sensor 
according to the invention; 

Pim .rp par illustrates a tOD view of a spacer for placement on the first film of Figure <£4A, 
^0240™ 

PiprtrodesDlacement over the spacer of Figure 24B and first film of Figure 24A; 

tSSSSSS^ top view 0? a tweffth embodiment of an electrochemical sensor, according to the .nvenflon 
Figured i ustrates a pe^pectrve view of one embodiment of an integra^^^ 
Figure S Sates a cross-sectional view 0. a thirteenth embodiment of a sensor, accord.ng to the 
Figure 28 lustrates a graph comparing measurements of analyte concentration in blood samples collected from 
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a subject's arm made by a sensor of the invention with those determined by a standard blood test; 

Figure 29 illustrates a graph comparing measurements of analyte concentration in blood samples collected from 

a subject's finger made by a sensor of the invention with those determined by a standard blood test; 

Figure 30 illustrates a graph comparing measurements of analyte concentration in venous samples made by a 

sensor of the invention with those determined by a standard blood test; 

Figure 31 A illustrates a top view of one embodiment of a sheet of sensor components, according to the invention; 
Figure 31 B illustrates a top view of another embodiment of a sheet of sensor components, according to the inven- 
tion; and 

Figure 32 illustrates a cross-sectional view looking from inside the meter to a sensor of the invention disposed in 
a meter. 

Detailed Description of the Preferred Embodiment 

[0017] When used herein, the following definitions define the stated term: 

[0018] An "air-oxidizable mediator" is a redox mediator that is oxidized by air, preferably so that at least 90% of the 
mediator is in an oxidized state upon storage in air either as a solid or as a liquid during a period of time, for example, 
one month or less, and, preferably, one week or less, and, more preferably, one day or less. 
[0019] "Amperometry" includes steady-state amperometry, chronoamperometry, and Cottrell-type measurements. 
[0020] A "biological fluid" is any body fluid in which the analyte can be measured, for example, blood, interstitial fluid, 
dermal fluid, sweat, and tears. 

[0021] The term "blood" in the context of the invention includes whole blood and its cell-free components, such as, 
plasma and serum. 

[0022] "Coulometry" is the determination of charge passed or projected to pass during complete or nearly complete 
electrolysis of the analyte, either directly on the electrode or through one or more electron transfer agents. The charge 
is determined by measurement of charge passed during partial or nearly complete electrolysis of the analyte or, more 
often, by multiple measurements during the electrolysis of a decaying current and elapsed time. The decaying current 
results from the decline in the concentration of the electrolyzed species caused by the electrolysis. 
[0023] A "counter electrode" refers to one or more electrodes paired with the working electrode, through which passes 
an electrochemical current equal in magnitude and opposite in sign to the current passed through the working electrode. 
The term "counter electrode" is meant to include counter electrodes which also function as reference electrodes (i.e. 
a counter/reference electrode) unless the description provides that a "counter electrode" excludes a reference or coun- 
ter/reference electrode. 

[0024] An "effective diffusion coefficient" is the diffusion coefficient characterizing transport of a substance, for ex- 
ample, an analyte, an enzyme, or a redox mediator, in the volume between the electrodes of the electrochemical cell. 
In at least some instances, the cell volume may be occupied by more than one medium (e.g., the sample fluid and a 
polymer film). Diffusion of a substance through each medium may occur at a different rate. The effective diffusion 
coefficient corresponds to a diffusion rate through this multiple-media volume and is typically different than the diffusion 
coefficient for the substance in a cell filled solely with sample fluid. 

[0025] An "electrochemical sensor" is a device configured to detect the presence of and/or measure the concentration 
of an analyte via electrochemical oxidation and reduction reactions. These reactions are transduced to an electrical 
signal that can be correlated to an amount or concentration of analyte. 

[0026] "Electrolysis" is the electrooxidation or electroreduction of a compound either directly at an electrode or via 
one or more electron transfer agents (e.g., redox mediators and/or enzymes). 

[0027] The term "facing electrodes" refers to a configuration of the working and counter electrodes in which the 
working surface of the working electrode is disposed in approximate opposition to a surface of the counter electrode. 
In at feast some instances, the distance between the working and counter electrodes is less than the width of the 
working surface of the working electrode. 

[0028] A compound is "immobilized" on a surface when it is entrapped on or chemically bound to the surface. 
[0029] An "indicator electrode" includes one or more electrodes that detect partial or complete filling of a sample 
chamber and/or measurement zone. 
[0030] A "layer" includes one or more layers. 

[0031 J The "measurement zone" is defined herein as a region of the sample chamber sized to contain only that 
portion of the sample that is to be interrogated during an analyte assay. 

[0032] A "non-diffusible," "non-leachable," or "non-releasable" compound is a compound which does not substantially 
diffuse away from the working surface of the working electrode for the duration of the analyte assay. 
[0033] The "potential of the counter/reference electrode" is the half cell potential of the reference electrode or counter/ 
reference electrode of the cell when the solution in the cell is 0.1 M NaCI solution at pH7. 

[0034] "Potentiometry" arid "chronopotentiometry" refer to taking a potentiometric measurement at one or more points 
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in time. 

[0035] A "redox mediator" is an electron transfer agent for carrying electrons between the analyte and the working 
electrode, either directly, or via a second electron transfer agent. 

[0036] A "reference electrode" includes a reference electrode that also functions as a counter electrode (i.e., a coun- 
5 ter/reference electrode) unless the description provides that a "reference electrode" excludes a counter/reference elec- 
trode. 

[0037] A "second electron transfer agent" is a molecule that carries electrons between a redox mediator and the 
analyte. 

[0038] "Sorbent material" is material that wicks, retains, and/or is wetted by a fluid sample and which typically does 
10 not substantially prevent diffusion of the analyte to the electrode. 

[0039] A "surface in the sample chamber" includes a surface of a working electrode, counter electrode, counter/ 
reference electrode, reference electrode, indicator electrode, a spacer, or any other surface bounding the sample 
chamber. 

[0040] A "working electrode" is an electrode at which analyte is electrooxidized or electroreduced with or without the 
is agency of a redox mediator. 

[0041] A "working surface" is the portion of a working electrode that is covered with non-leachab!e redox mediator 
and exposed to the sample, or, if the redox mediator is diffusible, a "working surface" is the portion of the working 
electrode that is exposed to the sample. 

[0042] The small volume, in vitro analyte sensors of the present invention are designed to measure the concentration 
20 of an analyte in a portion of a sample having a volume no more than about 1 nL, preferably no more than about 0.5 
\xL, more preferably no more than about 0.25 uL, and most preferably no more than about 0. 1 \lL. The analyte of interest 
is typically provided in a solution or biological fluid, such as blood or serum. Referring to the Drawings in general and 
Figures 1- 4 in particular, a small volume, in vitro electrochemical sensor 20 of the invention generally includes a 
working electrode 22, a counter (or counter/reference) electrode 24, and a sample chamber 26 (see Figure 4). The 
25 sample chamber 26 is configured so that when a sample is provided in the chamber the sample is in electrolytic contact 
with both the working electrode 22 and the counter electrode 24. This allows electrical current to flow between the 
electrodes to effect the electrolysis (electrooxidation or electroreduction) of the analyte. 

Working Electrode 

30 

[0043] The working electrode 22 may be formed from a molded carbon fiber composite or it may consist of an inert 
non-conducting base material, such as polyester, upon which a suitable conducting layer is deposited. The conducting 
layer typically has relatively low electrical resistance and is typically electrochemically inert over the potential range of 
the sensor during operation. Suitable conducting layers include gold, carbon, platinum, ruthenium dioxide, palladium, 
35 and conductive epoxies, such as, for example, ECCOCOAT CT5079-3 Carbon-Filled Conductive Epoxy Coating (avail- 
able from W.R. Grace Company, Woburn, Massachusetts), as well as other non-corroding materials known to those 
skilled in the art. The electrode (e.g., the conducting layer) is deposited on the surface of the inert material by methods 
such as vapor deposition or printing. 

[0044] A tab 23 may be provided on the end of the working electrode 22 for easy connection of the electrode to 
40 external electronics (not shown) such as a voltage source or current measuring equipment. Other known methods or 

structures (such as contact pads) may be used to connect the working electrode 22 to the external electronics. 

[0045] To prevent electrochemical reactions from occurring on portions of the working electrode not coated by the 

mediator, when a non-leachable mediator is used, a dielectric 40 may be deposited on the electrode over, under, or 

surrounding the region with the redox mediator, as shown in Figure 4. Suitable dielectric materials include waxes and 
45 non-conducting organic polymers such as polyethylene. Dielectric 40 may also cover a portion of the redox mediator 

on the electrode. The covered portion of the redox mediator will not contact the sample, and, therefore, will not be a 

part of the electrode's working surface. 

Sensing Chemistry 

50 

[0046] In addition to the working electrode 22, sensing chemistry materials are provided in the sample chamber 26 
for the analysis of the analyte. This sensing chemistry preferably includes a redox mediator and a second electron 
transfer mediator, although in some instances, one or the other may be used alone. The redox mediator and second 
electron transfer agent can be independently diffusible or non-leachable (i.e., non-diffusible) such that either or both 
55 may be diffusible or non-leachable. Placement of sensor chemistry components may depend on whether they are 
diffusible or non-leachable. For example, non-leachable and/or diffusible component(s) typically form a sensing layer 
on the working electrode. 

Alternatively, one or more diffusible components may be disposed on any surface in the sample chamber prior to the 
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introduction of the sample. As another example, one or more diffusible component(s) may be placed in the sample 
prior to introduction of the sample into the sensor 

[0047] If the redox mediator is non-leachable, then the non-leachable redox mediator is typically disposed on the 
working electrode 22 as a sensing layer 32. In an embodiment having a redox mediator and a second electron transfer 
agent, if the redox mediator and second electron transfer agent are both non-leachable, then both of the non-leachable 
components are disposed on the working electrode 22 as a sensing layer 32. 

[0048] If, for example, the second electron transfer agent is diffusible and the redox mediator is non-leachable, then 
at least the redox mediator is disposed on the working electrode 22 as a sensing layer 32. The diffusible second electron 
transfer agent need not be disposed on a sensing layer of the working electrode, but may be disposed on any surface 
of the sample chamber, including within the redox mediator sensing layer, or may be placed in the sample. If the redox 
mediator is diffusible, then the redox mediator, may be disposed on any surface of the sample chamber or may be 
placed in the sample. 

[0049] If both the redox mediator and second electron transfer agent are diffusible, then the diffusible components 
may be independently or jointly disposed on any surface of the sample chamber and/or placed in the sample (i.e., each 
diffusible component need not be disposed on the same surface of the sample chamber or placed in the sample). 
[0050] The redox mediator, whether it is diffusible or non-leachable, mediates a current between the working elec- 
trode 22 and the analyte and enables the electrochemical analysis of molecules which may not be suited for direct 
electrochemical reaction on an electrode. The mediator functions as an electron transfer agent between the electrode 
and the analyte. 

[0051] In one embodiment, the redox mediator and second electron transfer agent are diffusible and disposed on 
the same surface of the sample chamber, such as, for example, on the working electrode. In this same vein, both can 
be disposed on, for example, the counter electrode, counter/reference electrode, reference electrode, or indicator 
electrode. In other instances, the redox mediator and second electron transfer agent are both diffusible and independ- 
ently placed on a surface of the sample chamber and/or in the sample. For example, the redox mediator may be placed 
on the working electrode while the second electron transfer agent is placed on any surface, except for the working 
electrode, or is placed in the sample. Similarly, the reverse situation in which the second electron transfer agent is 
disposed on the working electrode and the redox mediator is disposed on any surface, except for the working electrode, 
or is placed in the sample is also a suitable embodiment. As another example, the redox mediator may be disposed 
on the counter electrode and the second electron transfer agent is placed on any surface except for the counter elec- 
trode or is placed in the sample. The reverse situation is also suitable. 

[0052] The diffusible redox mediator and/or second electron transfer agent may diffuse rapidly into the sample or 
diffusion may occur over a period of time. Similarly, the diffusible redox mediator and/or second electron transfer agent 
may first dissolve from the surface on which it was placed as a solid and then the diffusible redox mediator and/or 
second electron transfer agent may diffuse into the sample, either rapidly or over a period of time. If the redox mediator 
and/or second electron transfer agent diffuse over a period of time, a user may be directed to wait a period of time 
before measuring the analyte concentration to allow for diffusion of the redox mediator and/or second electron transfer 
agent. 

Background Signal 

[0053] In at least some instances, a diffusible redox mediator may shuttle back and forth from the working electrode 
to the counter electrode even in the absence of analyte. This typically creates a background signal. For coulometric 
measurements, this background signal is referred to herein as "QBack-" T" 6 background signal corresponds to the 
charge passed in an electrochemical assay in the absence of the analyte. The background signal typically has both a 
transient component and a steady-state component At least a portion of the transient component may result, for ex- 
ample, from the establishment of a concentration gradient of the mediator in a particular oxidation state.. At least a 
portion of the steady-state component may result, for example, from the redox mediator shuttling between the working 
electrode and counter or counter/reference electrode. Shuttling refers to the redox mediator being electrooxidized (or 
electroreduced) at the working electrode and then being electroreduced (or electrooxidized) at the counter or counter/ 
reference electrode, thereby making the redox mediator available to be electrooxidized (or electroreduced) again at 
the working electrode so that the redox mediator is cycling between electrooxidation and electroreduction. 
[0054] The amount of shuttling of the redox mediator, and therefore, the steady-state component of the background 
signal varies with, for example, the effective diffusion coefficient of the redox mediator, the viscosity of the sample, the 
temperature of the sample, the dimensions of the electrochemical cell, the distance between the working electrode 
and the counter or counter/reference electrode, and the angle between the working electrode and the counter or coun- 
ter/reference electrode. 

[0055] In some instances, the steady-state component of the background signal may contain noise associated with 
(a) variability in, for example, the temperature of the sample, the sample viscosity, or any other parameter on which 



20 



25 



EP 1 119 637 B1 
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are related. As a result, the no.se and the error J «*°^ s - ^ e|ectfode and counter electrode or counter*ef- 

SSfKSKJE accuracy JS^iSSS 
LJceswhenreducingabacKgroundsign^^^ 

is desirable. In at leastsome mstances, *^ se ^ IS a ™ U 0 , „ alvte . p re fe,ably. the background signal is at most 
the size of a signal generated by electrolysis o an J2^o»«he^-lnmeca8eof ampenxnetnr. 

200%, 100%,50%.25%, 10%.or5%olfte^g^^^JJ , y of tne redox media t 0 rto the 

mis comparison may be made by dete ™^ this comparison may be made by 

current generated by the electrolysis ^•^J^^ijSx mediator and the potential measurement gen- 
determining the potential measurement from** »^ n ^ be made by determ.nmg the 

working electrode by the electrolysis of ^^^^ioa predet ermined amount of analyte. The predetermined 
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Controlling Background Signal 

[0061 ] One method of controlling background signal includes using a redox mediator that a) oxidizes the analyte at 
a half wave potential, as measured by cyclic voltammetry in 0.1 M NaCI at pH 7, of no more than about +100 mV 

5 relative to the potential of a reference or counter/reference electrode or b) reduces the analyte at a half wave potential, 
as measured by cyclic voltammetry in 0.1 M NaCI at pH 7, of no less than about -100 mV relative to the potential of a 
reference or counter/reference electrode. A suitable reference or counter/reference electrode (e.g., a silver/silver chlo- 
ride electrode) may be chosen. Preferably, the redox mediator a) oxidizes the analyte at a half wave potential, as 
measured by cyclic voltammetry in 0.1 M NaCI at pH 7, of no more than about +50 mV, +25 mV, 0 mV, - 25 mV, -50 

10 mV, -100 mV, or -150 mV relative to the potential of the reference or counter/reference electrode or b) reduces the 
analyte at a half wave potential, as measured by cyclic voltammetry in 0.1 M NaCI at pH 7, of no less than about -50 
mV, -25 mV, 0 mV, +25 mV, +50 mV, +1 00 mV, +1 50 mV, or +200 mV relative to the potential of the reference or counter/ 
reference electrode. Alternatively, in the case of reduction of the redox mediator by the counter electrode, the sensor 
is operated at an applied potential of no more than about +100 mV, +50 mV, +25 mV, 0 mV, -25 mV, -50 mV, -100 mV, 

is or -150 mV between the working electrode and the counter or counter/reference electrode. In the case of oxidation of 
the redox mediator at the counter electrode, the sensor is operated at an applied potential of no less than about -1 00 
mV, -50 mV, -25 mV, 0 mV, +25 mV, +50 mV, +1 00 mV, +1 50 mV, or +200 mV between the working electrode and the 
counter or counter/reference electrode. 

[0062J Another method includes controlling the applied potential such that for an electrooxidative assay the redox 
20 mediator is not readily reduced at the counter or counter/reference electrode or for an electroreductive assay the redox 
mediator is not readily oxidized at the counter or counter/reference electrode. This can be accomplished, for example, 
in an electrooxidative assay by using a sensor having a diffusible redox mediator with a potential, relative to a reference 
or counter/reference electrode, that is negative with respect to the potential of the counter electrode (relative to a 
reference electrode) or the counter/reference electrode. The potential (relative to a reference or counter/reference 
25 electrode) of the working electrode is chosen to be positive with respect to the redox mediator and may be negative 
with respect to the counter or counter/reference electrode, so that the redox mediator is oxidized at the working elec- 
trode. For example, when the electrooxidation of an analyte is mediated by a diffusible redox mediator with a potential 
of -200 mV versus the reference or counter/reference electrode, and the potential at which the working electrode is 
poised is -150 mV relative to the reference or counter/reference electrode, then the redox mediator is substantially 
30 oxidized at the working electrode and will oxidize the analyte. Further, if some of the oxidized redox mediator reaches 
the counter or counter/reference electrode, the redox mediator will not be readily reduced at the counter or counter/ 
reference electrode because the counter or counter/reference electrode is poised well positive (i.e., 150 mV) of the 
potential of the redox mediator. 

[0063] In an electroreductive assay, a sensor is provided having a diffusible redox mediator with a formal potential, 
35 relative to a reference or counter/reference electrode, that is positive with respect to the potential of the counter or 
counter/reference electrode. The potential, relative to the reference or counter/reference electrode, of the working 
electrode is chosen to be negative with respect to the redox mediator and may be poised positive with respect to the 
counter or counter/reference electrode, so that the redox mediator is reduced at the working electrode. 
[0064] Still another method of limiting background current includes having the redox mediator become immobilized 
40 when reacted on the counter electrode or counter/reference electrode by, for example, precipitation or polymerization. 
For example, the mediator may be cationic in the oxidized state, but neutral and much less soluble in the reduced 
state. Reduction at the counter/reference electrode leads to precipitation of the reduced, neutral mediator on the coun- 
ter/reference electrode. 

[0065] Another sensor configuration suitable for controlling background signal includes a sensor having a molar 
45 amount of redox mediator that is stoichiometrically the same as or less than an expected or average molar amount of 
analyte. The expected or average molar amount of analyte may be determined as already explained above. The ex- 
pected or average molar amount of analyte may be determined as, for example, the average value for users or indh 
viduals; an average value for a population; a maximum, minimum, or average of a normal physiological range; a max- 
imum or minimum physiological value for a population; a maximum or minimum physiological value for users or indi- 
50 viduaJs; an average, maximum, or minimum deviation outside a normal physiological range value for users, individuals, 
or a population; a deviation above or below an average value for a population; or an average, maximum, or minimum 
deviation above or below an average normal physiological value for users or individuals. A population may be defined 
by, for example, health, sex, or age, such as, for example, a normal adult, child, or newborn population. If a population 
is defined by health, the population may include people lacking a particular condition or alternatively, having a particular 
55 condition, such as, for example, diabetes. Reference intervals pertaining to average or expected values, such as, for 
example, those provided in Tletz Textbook of Clinical Chemistry, supra, may be used as guidelines, but a physical 
examination or blood chemistry determination may also determine an average or expected value. For example, the 
physiological average molar amount of analyte may depend on the health or age of the person from whom the sample 
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is obtained. This determination is within the knowledge of a skilled physician. 

k? y . re l UCi " 9 the concentra,ion of ,he redox m ediator relative to the'concentration of the analyte, the signal 
attributable to the analyte relative to the signal attributable to the shuttling of the redox mediator is increased. In im- 
plementation of this method, the molar amount of redox mediator may be no more than 50%. 20% 10% or 5% on a 
stoichiometric basis, of the expected or average molar amount of analyte. ' 
[0067] The amount of redox mediator used in such a sensor configuration should fall within a range. The upper limit 
of the range may be determined based on, for example, the acceptable maximum signal due to shuttling of the redox 
mediator; the design of the electrochemical cell, including, for example, the dimensions of the cell and the position of 
me electrodes; the effective diffusion coefficient of the redox mediator; and the length of time needed for the assay 
Moreover, the acceptable maximum signal due to redox mediator shuttling may vary from assay to assay as a result 
of one or more assay parameters, such as, for example, whether the assay is intended to be qualitative, semiquanti- 
tative, or quantitative; whether small differences in analyte concentration serve as a basis to modify therapy and the 
expected concentration of the analyte. vy ' 
[0068] Although it is advantageous to minimize the amount of redox mediator used, the range for the acceptable 
amount of redox mediator does typically have a lower limit. The minimum amount of redox mediator that may be used 
is the concentrate of redox mediator that is necessary to accomplish the assay within a desirable measurement time 
period, for example, no more than about 5 minutes or no more than about 1 minute. The time required to accomplish 

ZT« T « f ° r eXamPle ' ,he diStanCe b6tWeen ,he workin9 e,ectrode and the or counter/reference 

electrode the effective diffusion coefficient of the redox mediator, and the concentration of the analyte. In some in- 
stances, for example, when no kinetic limitations are present, i.e.. shuttling of the redox mediator depends only on 
diffusion, the minimum concentration of redox mediator may be determined by the following formula: 

C m = (d 2 C A )/D m t 

where C m is the minimum concentration of mediator required; d is the distance between a working electrode and a 
counter or counter/reference electrode in a facing arrangement; C A is the average analyte concentration in the sample; 
r««l ? J 5tteo,,vedlffus,onTOefffcientof ^ mediator in the sample; and t is the desired measures 
[0069] For example, when the distance between the facing electrode pair is 50 pm. the analyte being measured is 
5mM glucose, the redox mediator effective diffusion coefficient is 10* cm2/sec and the desirable response time is no 
more than about 1 minute, then the minimum redox mediator concentration Is 2.08mM. Under these conditions the 
background signal will be less than the signal from the electrooxidation of the analyte " " ' 

[0070] Yet another sensor configuration for limiting the background current generated by a diffusible redox mediator 
inc udes hawng a barrier to the flow of the diffusible mediator to the counter electrode. The barrier can be, for example 
a film through which the redox mediator can not diffuse or through which the redox mediator diffuses slowly. Examples 
o suitable films include polycarbonate, polyvinyl alcohol, and regenerated cellulose or cellulose ester membranes 
Alternatively, the barrier can include charged or polar particles, compounds, or functional groups to prevent or reduce 
the flow of a charged redox mediator relative to the flow of a charge neutral or less charged analyte. If the redox 
mediator is positively charged, as are many of the osmium redox mediators described below, the barrier can be a 
positively charged or polar film, such as a methylated poly(1-vinyl imidazole). If the redox mediator is negatively 
charged, the barrier can.be a negatively charged or polar film, such as Nation®. Examples of suitable polar matrices 
include a bipolar membrane, a membrane having a cationic polymer cross-linked with an anionic polymer, and the like 

hJLT '? «~ barfier redUC6S ,he ° Xidation or reduction of me diffusible redox mediat °' ^ the counter electrode 
Dy ax i Bast ^5 fay 50%; or 90%, 

JP071 ] still another sensor configuration for limiting the background current includes a sensor having a redox mediator 
that is more readily oxidized or reduced on the working electrode than reduced or oxidized on the counter electrode 
The rate of reaction of the redox mediator at an electrode can be a function of the material of the electrode. For example' 
some redox mediators may react faster at a carbon electrode than at a Ag/AgCI electrode. Appropriate selection of 
me electrodes may provide a reaction rate at one electrode that is significantly slower than the rate at the other electrode 
in some instances, the rate of oxidation or reduction of the diffusible redox mediator at the counter electrode is reduced 
by at least 25%. 50%, or 90%, as compared to the working electrode. In some instances the rate of reaction for the 
redox mediator at the counter or counter/reference electrode is controlled by, for example, choosing a material for the 
counter or counter/reference electrode that would require an overpotential or a potential higher than the applied po- 
tential to increase thereaction rate at the counter or counter/reference electrode. r 
[0072] Another sensor configuration for limiting background current includes elements suitable for reducing the dif- 
fusion of the redox mediator. Diffusion can be reduced by, for example, using a redox mediator with a relatively low 
diffusion coefficent or increasing the viscosity of the sample in the measurement zone. In another embodiment, the 
diffusion of the redox mediator may be decreased by choosing a redox mediator with high molecular weight such as 
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for example, greater than 5,000 daltons, preferably greater than 25,000 daltons, and more preferably greater than 
1 00,000 daltons. 

Redox Mediators 

[0073] Although any organic or organometallic redox species can be used as a redox mediator, one type of suitable 
redox mediator is a transition metal compound or complex. Examples of suitable transition metal compounds or com- 
plexes include osmium, ruthenium, iron, and cobalt compounds or complexes. In these complexes, the transition metal 
is coordinatively bound to one or more ligands. The ligands are typically mono-, di-, tri-, or tetradentate. The most 
preferred Hgands are heterocyclic nitrogen compounds, such as, for example, pyridine and/or imidazole derivatives. 
Multidentate ligands may include multiple pyridine and/or imidazole rings. Alternatively, metallocene derivatives, such 
as, for example, ferrocene, can be used. 

[0074] Suitable redox mediators include osmium or ruthenium transition metal complexes with one or more ligands, 
each ligand having one or more nitrogen-containing heterocycles. Examples of such ligands include pyridine and im- 
idazole rings and ligands having two or more pyridine and/or imidazole rings such as, for example, 2,2'-bipyridine; 2.2 1 : 
6\2"-terpyridine; 1 ,1 0-phenanthroline; and ligands having the following structures: 



n N N n n N N » R n , k 

Ri i 2 ii i 2 ii 

(I) (II) (ID) 




(IV) (V) 

and derivatives thereof, wherein R t and R 2 are each independently hydrogen, hydroxy, alkyl, alkoxy, alkenyl, vinyl, 
allyl, amido, amino, vinylketone, keto, or sulfur-containing groups. 

[0075] The term "alkyl" includes a straight or branched saturated aliphatic hydrocarbon chain having from 1 to 6 
carbon atoms, such as, for example, methyl, ethyl isopropyl (1-methylethyl), butyl, fert-butyl (1,1-dimethylethyl), and 
the like. Preferably the hydrocarbon chain has from 1 to 3 carbon atoms. 

[0076] The term "alkoxy" includes an alkyl as defined above joined to the remainder of the structure by an oxygen 
atom, such as, for example, methoxy, ethoxy, propoxy, isopropoxy (1-methylethoxy), butoxy, tert-butoxy, and the like. 
[0077] The term "alkenyl" includes an unsaturated aliphatic hydrocarbon chain having from 2 to 6 carbon atoms, 
such as, for example, ethenyl, 1-propenyl, 2-propenyl, t-butenyl, 2-methy-t-propenyl, and the like. Preferably the hy- 
drocarbon chain has from 2 to 3 carbon atoms. 

[0078] The term "amido" includes groups having a nitrogen atom bonded to the carbon atom of a carbonyl group 
and includes groups having the following formulas: 



O O 




- wherein R 3 and R 4 are each independently hydrogen, alkyl, alkoxy, or alkenyl. 

[0079] The term "amino" as used herein includes alkylamino, such as methylamino, diethylamino, N,N-methyIethyl- 
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amino and the like; alkoxyalkytamino, such as N-(ethoxyethyl)amino, N,N-di(methoxyethyl)amino, N,N-(methoxyethyl) 
(ethoxyethyl)amino, and the (ike; and nitrogen-containing rings, such as piperidino, piperazino, morpholino, and the like. 
[0080] The term "vinylketone" includes a group having the formula: 



wherein R 8 is hydrogen, alkyl, alkoxy, or alkenyl. 

[0082] The term "sulfur-containing group" includes mercapto, alkylmercapto (such as methylmercapto, ethylmercap- 
to, and the like), alkoxyalkyimercapto (such as methoxyethylmercapto and the like), alkylsulf oxide (such as methylsul- 
foxide and propylsulfoxide and the like), aikoxyalkylsulfoxide (such as ethoxy ethy is ulf oxide and the like), alkylsulfone 
(such as methyisulfone and propylsulfone and the like), and alkoxyaikylsulfone (such as methoxyethylsulfone and the 
like). Preferably, the sulfur-containing group is a mercapto group. 

[0083] Other suitable redox mediators include osmium or ruthenium transition metal complexes with one or more 
ligands, each ligand having one or more nitrogen-containing heterocycles and each nitrogen-containing heterocycle 
having a second heteroatom selected from the group consisting of nitrogen, oxygen, sulfur, and selenium. 
[0084] Examples of ligands having one or more nitrogen-containing heterocycles and in which each heterocycle has 
a second heteroatom include ligands having the following structures: 




wherein R 5 , R 6 , and R 7 are each independently hydrogen, alkyl, alkoxy, or alkenyl. 
[0081] The term "keto" includes a group having the formula: 




Y 





(VI) 



(VII) 




(Vffl) 



(IX) 
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(XII) 

wherein Y 1§ Y 2 , Y 3 , and Y 4 are each independently an oxygen atom, a sulfur atom, a selenium atom, or a substituted 
nitrogen atom having the formula NR 9 wherein R 9 is hydrogen, hydroxy, alkyl, alkoxy, alkenyl, amido, amino, vinylke- 
tone, keto, or sulfur-containing group. The terms "alkyl," "alkoxy," "alkenyl," "amido," "amino," "vinylketone," "keto," 
and "sulfur-containing group" are as defined above. 

[0085] Suitable derivatives of these ligands include, for example, the addition of alkyl, alkoxy, alkenyl, vinylester, and 
amido functional groups to any of the available sites on the heterocyclic ring, including, for example, on the 4-position 
(i.e., para to nitrogen) of the pyridine rings or on one of the nitrogen atoms of the imidazole ring. 
[0086] Suitable derivatives of 2,2'-bipyridine for complexation with the osmium cation include, for example, mono-, 
di-, and polyalkyl-2,2'-bipyridines, such as 4,4 , -dimethyl-2,2 , -bipyridine; mono-, di-, and polyalkoxy-2,2'-bipyridines, 
such as 4,4'-dimethoxy-2,2'-bipyridine and 2,6 , -dimethoxy-2,2 , -bipyridine; mono-, di-, and polyacetamido-2,2'-bipyrid- 
ines, such as 4,4'-di(acetamido)-2,2 , -bipyridine; mono-, di-, and poryalkylaminoalkoxy-2,2'-bipyridines, such as 4,4'-di 
(N,N-dimethylaminoethoxy)-2,2'-bipyridine; and substituted mono-, di-, and polypyrazolyl-2,2 , -bipyridines, such as 4,4'- 
dimethoxy-6-(N-pyrazolyl)-2,2 , -bipyridine and 4,4'-dimethoxy-6-(N-pyrazolylmethyl)-2,2 , -bipyridine. 
[0087] Suitable derivatives of 1,10-phenanthroline for complexation with the osmium cation include, for example, 
mono-, di-, and polyalkyl-1,10-phenanthrolines, such as 4,7-dimethyl-1,10-phenanthroline, and mono, di-, and poly-, 
alkoxy- 1,10-phenanthrolines, such as 4,7-dimethoxy- 1,10-phenanthroline and 5-methoxy-1,10-phenanthroline. 
[0088] Suitable derivatives for 2,2 , :6',2"-terpyridine include, for example, mono-, di-, tri-, and polyatkyl-2,2 , :6 , ,2"- 
terpyridines, such as 4,4',4"-trimethyl-2,2 , :6\2"-terpyridine, 4,4',4"-triethyl-2,2 , :6\2"-terpyridine, and mono-, di-, tri-, and 
polyalkoxy-2,2':6\2"-terpyridines. such as ^^"-trimetaoxy^^e^Merpyridine and 4'-methoxy-2,2':6\2"-terpyrid- 
ine, and mono-, di-, tri-, and po!yamino-2,2':6\2"-terpyridine, such as 4 , -amino-2,2':6\2"-terpyridine, and mono-, di-, 
tri-, and polyalkylamino-2,2 , :6 , ,2"-terpyridine, such as 4 , -dimethylamino-2,2 , :6 , ,2"-terpyridine, and mono-, di-, tri-, and 
polyalkylthio-2,2 , :6',2"-terpyridine such as 4 , -methyithio-2 l 2':6 , ,2Merpyridine and 4-methylthio-4 , -ethylthio-2,2 , :6' l 2"- 
terpyridine. 

[0089] Suitable derivatives for pyridine include, for example, mono-, di-, tri-, and polysubstituted pyridines, such as 
2,6-bis(N-pyrazolyl)pyridine, 2,6-bis(3-methyl-N-pyrazolyl)pyridine, 2,6-bis(2rimidazolyl)pyridine, 2,6-bis(1 -methyl- 
2-imidazolyl)pyridine, and 2,6-bis(1-vinyl-2-imidazoly!)pyridirie, and mono-, di-, tri-, and polyaminopyridines, such as 
4-aminopyridine, 4,4 , -diaminobipyridine, 4,4 , -di(dimethylamino)bipyridine, and 4 t 4',4"-triamino terpyridine. 
[0090] Other suitable derivatives include compounds comprising three heterocyclic rings. For example, one suitable 
derivative includes a compound of the formula: 
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wherein R 10> R 11( and R 12 are each independently hydrogen, hydroxy, alkyl, alkoxy, alkenyl, vinyl, allyi, amido, amino, 
vinylketone, keto, or sulfur-containing group. 

[0091] The terms "alkyl," "alkoxy," "alkenyl," "amido," "amino," "vinylketone," "keto," and "sulfur-containing group" 
15 are as defined above. 

[0092] Other suitable redox mediator derivatives include compounds of the formula: 




wherein R 13 is hydrogen, hydroxy, alkyl, alkoxy, alkenyl, vinyl, allyl, vinylketone, keto, amido, amino, or sulfur-containing 
group; and Y 5 and Y 6 are each independently a nitrogen or carbon atom. 
30 [0093] The terms "alkyl," "alkoxy," "alkenyl," "amido," "amino," "vinylketone," "keto," and "sulfur-containing group" 
are as defined above. 

[0094] Still other suitable derivatives include compounds of the formula: 




wherein R 14 is as defined above and Y 7 and Y 8 are each independently a sulfur or oxygen atom. 

45 [0095] Examples of suitable redox mediators also include, for example, osmium cations complexed with (a) two 
bidentate ligands, such as 2,2'-bipyridine, 1 ,10-phenanthroline, or derivatives thereof (the two Hgands not necessarily 
being the same), (b) one tridentate ligand, such as 2,2',2"-terpyridine and 2,6-di(imidazol-2-yl)-pyridine, or (c) one 
bidentate ligand and one tridentate ligand. Suitable osmium transition metal complexes include, for example, 
[(bpy) 2 0sl_X]+ /2 +, [(dimet) 2 OsLX] +/2 +, [(dmo) 2 OsLX] +/2 + [terOsLX 2 ]°/+, [trimetOsLX 2 p, and [(ter)(bpy)LOs] 2+/3+ 

so where bpy is 2,2'-bipyridine, dimet is 4,4'-dimethyl-2,2'-bipyridine, dmo is 4,4'-dimethoxy-2,2'-bipyridine, ter is 2,2 , :6\ 
2Merpyridine, trimet is 4,4\4"-trimethyl-2,2':6 , ,2"-terpyridine, L is a nitrogen-containing heterocyclic ligand, and X is a 
halogen, such as fluorine, chlorine, or bromine. 

[0096] The redox mediators often exchange electrons rapidly with each other and with the electrode so that the 
complex can be rapidly oxidized and/or reduced. In general, iron complexes are more oxidizing than ruthenium com- 
55 plexes, which, in turn, are more oxidizing than osmium complexes. In addition, the redox potential generally increases 
with the number of coordinating heterocyclic rings; six-membered heterocyclic rings increase the potential more than 
five membered rings, except when the nitrogen coordinating the metal is formally an anion. This is the case only if the 
nitrogen in the ring is bound to both of its neighboring carbon atoms by single bonds. If the nitrogen is formally an anion 
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then the redox potential generally Increases more upon coordination of the metal ion. 

[0097] At least some diffusible redox mediators include one or more pyridine or imidazole functional groups. The 
imidazole functional group can also include other substituents and can be, for example, vinyl imidazole, e.g., 1 -vinyl 
imidazole, or methylimidazole, e.g., 1-methylimidazole. Examples of suitable diffusible mediators may include [Os 
(dmo) 2 (1 -vinyl imidazole)X]X, [Os(dmo) 2 (1 -vinyl imidazole)X]X 2 , [Os(dmo) 2 (imidazole)X]X, [Os(dmo) 2 (imidazole)X] 
X 2 , [Os(dmo) 2 (1-methylimidazole)X]X 2t and [Os(dmo) 2 (methylimidazole)X]X 2 , where dmo is 4,4*-dimethoxy-2,2'-bipy- 
ridine, and X is halogen as described above. 

[0098] Other osmium-containing redox mediators include [Os((methoxy) 2 phenanthroline) 2 (N-methy I imidazole) 
X]**+; [Os((acetamido) 2 bipyridine) 2 (L)X] + /2+, where Lis a monodentate nitrogen-containing compound (including, but 
not limited to, an imidazole derivative) chosen to refine the potential; and Os(terpyridine)(L) 2 CI, where L is an ami- 
nopyridine, such as a dialkylaminopyridine; an N-substituted imidazole, such as N-methyl imidazole; an oxazole; a 
thiazole; or an alkoxypyridine, such as methoxypyridine. X is halogen as described above. 

[0099] Osmium-free diffusible redox mediators include, for example, phenoxazines, such as, 7-dimethylamino- 
1,2-benzophenoxazine (Meldola Blue), 1 ,2-benzophenoxazine, and Nile Blue; 3-p-naphthoyl (Brilliant Cresyl Blue); 
tetramethylphenylenediamine (TMPD); dichlorophenolindophenol (DCIP); N-methyl phenazonium salts, for example', 
phenazine methosutfate (PMS), N-methylphenazine methosulfate and methoxyphenazine methosulfate; tetrazolium 
salts, for example, tetrazolium blue or nitrotetrazolium blue; and phenothiazines, for example, toluidine blue O. 
[01 00] Examples of other redox species include stable quinones and species that in their oxidized state have quinoid 
structures, such as Nile Blue and indophenol. Examples of suitable quinones include, for example, derivatives of naph- 
thoquinone, phenoquinone, benzoquinone, naphthenequinone, and the like. Examples of naphthoquinone derivatives 
include juglone (i.e., 5-hydroxy-1 ,4-naphthoquinone) and derivatives thereof, such as, for example, 2,3-dichloro-5,8-di- 
hydroxy-1 ,4-naphthoquinone, 2,3-dimethyl-5,8-dihydroxy-1 ,4-naphthoquinone, 2-chloro-5,8-dihydroxy-1 ,4-naphtho- 
quinone, 2,3-methoxy-5-hydroxy-1 ,4-naphthoquinone, and the like. Other examples include aminonaphthoquinones, 
such as, for example, morpholino-naphthoquinones, such as 2-chloro-3-morphoIino-1 ,4-naphthoquinone; piperidino-^ 
naphthoquinones, such as 2-methyl-3-peperidino-1,4-naphthoquinone; piperazino-naphthoquinones, such as 
2-ethoxy-3-piperazino-1,4-naphthoquinone; and the like. 

[0101] Suitable phenoquinone derivatives include, for example, coerulignone (i.e., S.S'.S.SMetramethoxydipheno- 
quinone) and derivatives thereof, such as, for example, S^'.S.S'-tetramethyldiphenoquinone, S.S'.S^-tetrahydroxy- 
diphenoquinone, and the like. 

[01 02] Suitable benzoquinone derivatives include, for example, coenzyme Q 0 (i.e., 2,3-dimethoxy-5-methyl-1 ,4-ben- 
zoquinone) and derivatives thereof, such as, for example, 2,3,5-trimethyM ,4-benzoquinone, 2,3-dimethyl-5-methoxy- 
1 ,4-benzoquinone, 2,3-dimethyl-5-hydroxy-1 ,4-benzoquinone, and the like. 

[0103] Other suitable quinone derivatives include, for example, acenaphthenequinone and ubiquinones, such as, 
for example, coenzyme Q, including Q lf Q 2 , Q 6 , Q 7 , Q 9 , and Q 10 . 

[01 04] Still other suitable osmium-free diffusible redox mediators include, for example, Taylor's blue (i.e., 1 ,9-dimeth- 
ylmethylene blue), N.N'-diethylthiacyanine iodide, and thionine. 

[01 05] In another method, a sensing layer 32 contains a non-leachable (i.e., non-releasable) redox mediator and is 
disposed on a portion of the working electrode 22. The non-leachable redox mediator can be, for example, a redox 
polymer (i.e., a polymer having one or more redox species). Preferably, there is little or no leaching of the non-leachable 
redox mediator away from the working electrode 22 into the sample during the measurement period, which is typically 
less than about 5 minutes. The redox mediators of this embodiment can be bound or otherwise immobilized on the 
working electrode 22 to prevent leaching of the mediator into the sample. The redox mediator can be bound or otherwise 
immobilized on the working electrode by known methods, for example, formation of multiple ion bridges with a coun- 
tercharged polyelectrolyte, covalent attachment of the redox mediator to a polymer on the working electrode, entrap- 
ment of the redox mediator in a matrix that has a high affinity for the redox mediator, or bioconjugation of the redox 
mediator with a compound bound to the working electrode. In one embodiment, a cationic exchange membrane may 
be used to entrap an anionic redox compound. Similarly, in another embodiment, an anionic exchange membrane may 
be used to entrap a cationic redox compound. In still another embodiment involving bioconjugation, a biotin-bound 
redox mediator can conjugate with avidin or straptavidin in a matrix near or immobilized on the working electrode. Still 
another embodiment includes having a digoxin or digoxigenin redox mediator react with antidigoxin in a matrix near 
or immobilized on a working electrode. 

[01 06] Preferred non-leachable redox mediators are redox polymers, such as polymeric transition metal compounds 
or complexes. Typically, the polymers used to form a redox polymer have nitrogen-containing heterocycles, such as 
pyridine, imidazole, or derivatives thereof for binding as ligands to the redox species. Suitable polymers for complex- 
ation with redox species, such as the transition metal complexes, described above, include, for example, polymers 
and copolymers of poly(1 -vinyl imidazole) (referred to as "PVI") and poly(4-vinyl pyridine) (referred to as "PVP"), as 
well as polymers and copolymers ofpoly(acrylic acid) or polyacrylamide that have been modified by the addition of 
pendant nitrogen-containing heterocycles, such as pyridine and imidazole. Modification of poly(acrylic acid) may be 
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performed by reaction of at least a portion of the carboxylic acid functionalities with an aminoalkylpyridine or ami- 
noalkylimidazole, such as 4-ethylaminopyridine, to form amides. Suitable copolymer substituents of PVI, PVP, and poly 
(acrylic acid) include acrylonitrile, acrylamide, acrylhydrazide, and substituted or quatemized 1 -vinyl imidazole. The 
copolymers can be random or block copolymers. 

5 [0107] The transition metal complexes of non-leachable redox polymers are typically covalently or coordinatively 
bound with the nitrogen-containing heterocycles (e.g., imidazole and/or pyridine rings) of the polymer. The transition 
metal complexes may have vinyl functional groups through which the complexes can be co-polymerized. Suitable vinyl 
functional groups include, for example, vinylic heterocycles, amides, nitriles, carboxylic acids, sulfonic acids, or other 
polar vinylic compounds. An example of a redox polymer of this type is polyvinyl ferrocene) or a derivative of poly 

io (vinyl ferrocene) functionalized to increase swelling of the redox polymer in water. 

[0108] Another type of redox polymer contains an ionically-bound redox species, by forming multiple ion-bridges. 
Typically, this type of mediator includes a charged polymer coupled to an oppositely charged redox species. Examples 
of this type of redox polymer include a negatively charged polymer such as Nation® (DuPont) coupled to multiple 
positively charged redox species such as an osmium or ruthenium polypyridyl cation. Another example of an ionically- 

15 bound mediator is a positively charged polymer such as quatemized poly(4-vinyl pyridine) or poly(1 -vinyl imidazole) 
coupled to a negatively charged redox species such as ferricyanide or ferrocyanide. The preferred ionically-bound 
redox species is a multiply charged, often polyanionic, redox species bound within an oppositely charged polymer 
[0109] Another suitable redox polymer includes a redox species coordinatively bound to a polymer. For example, 
the mediator may be formed by coordination of an osmium, ruthenium, or cobalt 2, 2'-bipyridyl complex to poly(1 -vinyl 

20 imidazole) or poly(4-vinyl pyridine) or by co-polymerization of, for example, a 4-vinyl-2,2'-bipyridyl osmium, ruthenium, 
or cobalt complex with 1 -vinyl imidazole or 4-vinyl pyridine. 

[01 10] Typically, the ratio of osmium or ruthenium transition metal complexes to imidazole and/or pyridine groups of 
the non-leachable redox polymers ranges from 1 :20 to 1 :1 , preferably from 1 :t 5 to 1 :2, and more preferably from 1 : 
10 to 1:4. Generally, the redox potentials depend, at least in part, on the polymer with the order of redox potentials 

25 being poly(acrylic acid) < PVI < PVP. 

[01 11] A variety of methods may be used to immobilize a redox polymer on an electrode surface. One method is 
adsorptive immobilization. This method is particularly useful for redox polymers with relatively high molecular weights. 
The molecular weight of a polymer may be increased, for example, by cross-linking. The polymer of the redox polymer 
may contain functional groups, such as, for example, hydrazide, amine, alcohol, heterocyclic nitrogen, vinyl, allyl, and 

30 carboxylic acid groups, that can be crosslinked using a crosslinking agent. These functional groups may be provided 
on the polymer or one or more of the copolymers. Alternatively or additionally, the functional groups may be added by 
a reaction, such as, for example, quaternization. One example is the quaternization of PVP with bromoethylamine 
groups. 

[01 1 2] Suitable cross-linking agents include, for example, molecules having two or more epoxide (e.g., polyethylene 

35 glycol) diglycidyl ether (PEGDGE)), aldehyde, aziridine, alkyl halide, and azide functional groups or combinations there- 
of. When a polymer has multiple acrylate functions, it can be crosslinked with a di- or polythiol; when it has multiple 
thiol functions it can be crosslinked with a di- or poiyacrylate. Other examples of cross-linking agents include compounds 
that activate carboxylic acid or other acid functional groups for condensation with amines or other nitrogen compounds. 
These cross-linking agents include carbodiimides or compounds with active N-hydroxysuccinimide or imidate functional 

^o groups. Yet other examples of cross-linking agents are quinones (e.g., tetrachlorobenzoquinone and tetracyanoquin- 
odimethane) and cyanuric chloride. Other cross-linking agents may also be used. In some embodiments, an additional 
cross-linking agent is not required. Further discussion and examples of cross-linking and cross-linking agents are found 
in U.S. Patents Nos. 5,262,035; 5,262,305; 5,320,725; 5,264,104; 5,264,105; 5,356,786; and 5,593,852. 
[0113] In another embodiment, the redox polymer is immobilized by the functionalization of the electrode surface 

45 and then the chemical bonding, often covalently, of the redox polymer to the functional groups on the electrode surface. 
One example of this type of immobilization begins with a poly(4-vinyl pyridine). The polymer's pyridine rings are, in 
part, complexed with a reducible/oxidizable species, such as [Os(bpy) 2 CI] +/2+ where bpy is 2,2'-bipyridine. Part of the 
pyridine rings are quatemized by reaction with 2-bromoethylamine. The polymer is then crosslinked, for example, using 
a diepoxide, such as polyethylene glycol) diglycidyl ether. 

so [0114] Carbon surfaces can be modified for attachment of a redox polymer, for example, by electroreduction of a 
diazonium salt. As an illustration, reduction of a diazonium salt formed upon diazotization of p-aminobenzoic acid 
modifies a carbon surface with phenylcarboxylic acid functional groups. These functional groups can be activated by 
a carbodiimide, such as 1 -ethyl-3-(3-dimethylaminopropyl)-carbodiimide hydrochloride (EDC). The activated functional 
groups are bound with an amine-functionalized redox couple, such as, for example, the quatemized osmium-containing 

55 redox polymer described above or 2-aminoethyIferrocene, to form the redox couple. 

[01 15] Similarly, gold and other metal surfaces can be functionalized by, for example, an amine, such as cystamine, 
or by a carboxylic acid, such as thioctic acid. A redox couple, such as, for example, [Os(bpy) 2 (pyridine-4-carboxylate) 
Cl] 0/ +, is activated by 1-ethyl-3-(3-dimethylaminopropyl)-carbodiimide hydrochloride (EDC) to form a reactive O-Bcyl- 
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isourea which reacts with the gold-bound amine to form an amide. The carboxylic acid functional group of thioctic acid 
can be activated with EDC to bind a polymer or protein amine to form an amide. 

[0116] When the enzyme used is POQ glucose dehydrogenase or glucose oxidase, the preferred non-leachable 
redox mediators have a redox potential between about -300 mV to about +400 mV versus the standard calomel elec-. 
trode (SCE). The most preferred non-leachable redox mediators have osmium redox centers and a redox potential 
more negative than +100 mV versus SCE, more preferably the redox potential is more negative than 0 mV versus 
SCE, and most preferably is near -1 50 mV versus SCE. 

[01 1 7] In at least some instances, the redox mediators of the sensors are air-oxidizable. This means that the redox 
mediator is oxidized by air, preferably, so that at least 90% of the mediator is in an oxidized state prior to introduction 
of sample into the sensor. Air-oxidizable redox mediators include osmium cations complexed with two mono-, di-, or 
polyalkoxy^Z-bipyridine or mono-, di-, or polyalkoxy-1,10-phenanthroline ligands, the two ligands not necessarily 
being the same, and further complexed with polymers or other ligands having pyridine and imidazole functional groups. 
In particular, Os[4,4 , -dimethoxy-2,2 , -bipyridine] 2 CI* /+2 complexed with pofy(4-vinyl pyridine) or poly(1 -vinyl imidazole) 
attains approximately 90% or more oxidation in air. The air oxidation of the redox mediator may take place while the 
redox mediator is a solid, such as, for example, when it is coated on the sensor in a dry state and stored. Alternatively, 
the air oxidation of the redox mediator may take place while the redox mediator is in solution, such as, for example! 
prior to the solution being applied onto the sensor and dried. In the case in which the redox mediator is air oxidized in 
solution, the solution containing the redox mediator may be kept in storage for a period of time sufficient to air oxidize 
the mediator prior to use of the solution in the manufacturing process. 

Second Electron Transfer Agent . 

[0118] In a preferred embodiment of the invention, the sensor includes a redox mediator and a second electron 
transfer agent which is capable of transferring electrons to or from the redox mediator and the analyte. Trie second 
electron transfer agent may be diffusible or may be non-leachable (e.g., entrapped in or coordinatively, covalently, or 
ionically bound to the redox polymer). One example of a suitable second electron transfer agent is an enzyme which 
catalyzes a reaction of the analyte. For example, a glucose oxidase or glucose dehydrogenase, such as pyrroloquin- 
oline quinone glucose dehydrogenase (PQO), is used when the analyte is glucose. A lactate oxidase fills this role when 
the analyte is lactate. Other enzymes can be used for other analytes. TTiese enzymes catalyze the electrolysis of an 
analyte by transferring electrons between the analyte and the electrode via the redox mediator. In some embodiments, 
the second electron transfer agent is non-leachable, and more preferably immobilized on the working electrode, to 
prevent unwanted leaching of the agent into the sample. This is accomplished, for example, by cross-linking the non- 
leachable second electron transfer agent with the non-leachable redox mediator, thereby providing a sensing layer 
with non-leachable components on the working electrode. In other embodiments, the second electron transfer agent 
is diffusible (and may be disposed on any surface of the sample chamber or placed in the sample). 

Counter Electrode 

[01 1 9] Counter electrode 24, as illustrated in Figures 1 -4, may be constructed in a manner similar to working electrode 
22. Counter electrode 24 may also be a counter/reference electrode. Alternatively, a separate reference electrode may 
be provided in contact with the sample chamber. Suitable materials for the counter/reference or reference electrode 
include Ag/AgCI or Ag/AgBr printed on a non-conducting base material or silver chloride on a silver metal base. The 
same materials and methods may be used to make the counter electrode as are available for constructing the working 
electrode 22, although different materials and methods may also be used. A tab 25 may be provided on the electrode 
for convenient connection to the external electronics (not shown), such as a coulometer, potentiostat, or other meas- 
uring device. 

Electrode Configuration 

[01 20] In one embodiment of the invention, working electrode 22 and counter electrode 24 are disposed opposite to 
and facing each other to form a facing electrode pair as depicted in Figures 1 and 3. In this preferred configuration, 
the sample chamber 26 is typically disposed between the two electrodes. For this facing electrode configuration, it is 
preferred that the electrodes are separated by a distance of no more than about 0.2 mm (i.e., at least one portion of 
the working electrode is separated from one portion of the counter electrode by no more than 200 urn), preferably no 
more than 100 \xm, and most preferably no more than 50 nm. 

[0121] The electrodes need not be directly opposing each other; they may be slightly offset. Furthermore, the two 
electrodes need not be the same size. Preferably, the counter electrode 24 is at least as large as the working surface 
of the working electrode 22. The counter electrode 22 can also be formed with tines in a comb shape. Other configu- 
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rations of both the counter electrode and working electrode are within the scope of the invention. However for this 
particular embodiment, the separation distance between at least one portion of the working electrode and some portion 
of the counter electrode preferably does not exceed the limits specified hereinabove. 

[01 22] Figures 11 A, 1 1 B, and 1 1 C illustrate different embodiments of pairs of facing electrodes 22, 24, as described 
above. A region 21 of overlap between the two electrodes 22, 24 typically corresponds to the measurement zone in 
which the sample will be interrogated. Each of the electrodes 22, 24 is a conducting surface and acts as a plate of a 
capacitor. The measurement zone between the electrodes 22, 24 acts as a dielectric layer between the plates Thus 
there is a capacitance between the two electrodes 22, 24. This capacitance is a function of the size of the overlapping 
electrodes 22, 24, the separation between the electrodes 22, 24, and the dielectric constant of the material between 
the electrodes 22, 24. Thus, if the size of the region 21 of the overlapping electrodes 22, 24 and the dielectric constant 
o the material between the electrodes (e.g., air or a sorbent material) are known, then the separation between the 
electrodes can be calculated to determine the volume of the measurement zone. 

[0123] Figure 11 A illustrates one embodiment of the invention in which the electrodes 22, 24 are positioned in a 
facing arrangement. For the capacitance to be uniform among similarly constructed analyte sensors having this par- 
ticular sensor configuration, the registration (i.e., the positioning of the two electrodes relative to one another) should 
be uniform. If the position of either of the electrodes is shifted in the x-y plane from the position shown in Figure 11 A 
the size of the overlap, and therefore, of the capacitance, will change. The same principle holds for the volume of the 
measurement zone. 

[01 24} Figures 1 1 B and 1 1 C illustrate other embodiments of the invention with electrodes 22, 24 in a facing arrange- 
ment. In these particular arrangements, the position of either of the electrodes may be shifted, by at least some minimum 
distance, in the x-y plane relative to the other electrode without a change in the capacitance or the volume of the 
measurement zone. In these electrode arrangements, each electrode 22, 24 includes an arm 122 124 respectively 
which overlaps with the corresponding arm of the other electrode. The two arms 122, 124 are not parallelto each other 
(such as illustrated in Figure 1.1A); rather, the arms 122, 124 are disposed at an angle 123, which is greater than zero 
relative to each other. In addition, the two arms 122, 124 extend beyond the region 21 of overlap (i.e., each arm has 
extra length corresponding to the difference between the length of the arm 222, 224, respectively and the width 121 
of the overlap 21). With these electrode arrangements, there can be a certain amount of allowed imprecision in the 
registration of the electrodes 22, 24 which does not change the capacitance of the electrode arrangement. A desired 
amount of allowed imprecision in the registration can be designed into the electrode arrangement by varying the angle 
123 at which the arms 1 22, 1 24 overlap and the size of the extra length of each arm 122, 124 relative to the width 121 
of the region 21 of overlap. Typically, the closer that the arms 122, 124 are to being perpendicular (i.e., angle 123 is 
90 ), the greater the allowed imprecision. Also, the greater the extra length of each arm 122, 124 (which may both be 
the same length or different lengths) relative to the width 121 of the region 21 of overlap, the greater the allowed 
imprecision. Conversely, the greater the amount of allowed imprecision, the larger the size of the electrodes (for a 
given electrode width, thickness, and angle 123 of intersection with the other electrode). Thus, the minimum distance 
that one electrode can be shifted relative to the other is balanced against the amount of material needed for the elec- 
trodes. Typically, the angle 123 of intersection ranges from 5 to 90 degrees, preferably, 30 to 90 degrees and more 
preferably 60 to 90 degrees. Typically, the ratio of the extra length of an arm 122, 1 24 (corresponding to the difference 
between the arm length 222, 224 and the width 121 of the region 21 of overlap) versus the width 121 of the region 21 
of overlap ranges from 0.1:1 to 50:1, preferably 1:1 to 15:1, and more preferably 4:1 to 10:1, 
[01 25] In another embodiment of the invention, the two electrodes 22, 24 are coplanar as shown in Figure 2 In this 
case, the sample chamber 26 is in contact with both electrodes and is bounded on the side opposite the electrodes 
by a non-conducting inert base 30. Suitable materials for the inert base include non-conducting materials such as 
Dolvester. 



55 



[0126] Other configurations of the inventive sensors are also possible. For example, the two electrodes may be 
formed on surfaces that make an angle to each other. One such configuration would have the electrodes on surfaces 
that form a right angle. Another possible configuration has the electrodes on a curved surface such as the interior of 
a tube. The working and counter electrodes may be arranged so that they face each other from opposite sides of the 
tube This is another example of a facing electrode pair. Alternatively, the electrodes may be placed near each other 
on the tube wall (e.g., one on top of the other or side-by-side), 

[01 27] In any configuration, the two electrodes must be configured so that they do not make direct electrical contact 
with each other, to prevent shorting of the electrochemical sensor. This may be difficult to avoid when the facing elec- 
trodes are separated, over the average, by no more than about 100u/n. 

[0128] A spacer 28 can be used to keep the electrodes apart when the electrodes face each other as depicted in 
Figures 1 and 3. The spacer is typically constructed from an inert non-conducting material such as pressure-sensitive 
adhesive, polyester, Mylar™, Kevlar™ or any other strong, thin polymer film, or, alternatively, a thin polymer film such 
as a Teflon™ f,| m , chosen for its chemical inertness. In addition to preventing contact between the electrodes the 
spacer 28 often functions as a portion of the boundary for the sample chamber 26 as shown in Figures 1- 4 Other 
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spacers include layers of adhesive and double-sided adhesive tape (e.g., a carrier film with adhesive on opposing 
sides of the film). 

Sample Chamber 

[01 29] The sample chamber 26 is typically defined by a combination of the electrodes 22, 24, an inert base 30, and 
a spacer 28 as shown in Figures 1 -4. A measurement zone is contained within this sample chamber and is the region 
of the sample chamber that contains only that portion of the sample that is interrogated during the analyte assay. In 
the embodiment of the invention illustrated in Figures 1 and 2, sample chamber 26 is the space between the two 
electrodes 22, 24 and/or the inert base 30. In this embodiment, the sample chamber has a volume that is preferably 
no more than about 1 ul, more preferably no more than about 0.5 u.L, and most preferably no more than about 0.25 
jiL. In the embodiment of the invention depicted in Figures t and 2, the measurement zone has a volume that is 
approximately equal to the volume of the sample chamber. In a preferred embodiment the measurement zone includes 
80% of the sample chamber, 90% in a more preferred embodiment, and about 1 00% in a most preferred embodiment. 
[0130] In another embodiment of the invention, shown in Figure 3, sample chamber 26 includes much more space 
than the region proximate electrodes 22, 24. This configuration makes it possible to provide multiple electrodes in 
contact with one or more sample chambers, as shown in Figure 5. In this embodiment, sample chamber 26 is preferably 
sized to contain a volume of no more than about 1 u.L, more preferably no more than about 0.5 uL, and most preferably 
no more than about 0.25 ul. The measurement zone (i.e., the region containing the volume of sample to be interrogated) 
is generally sized to contain a volume of sample of no more than about 1 u.L, preferably no more than about 0.5 
more preferably no more than about 0.25 uL, and most preferably no more than about 0.1 \iL. One particularly useful 
configuration of this embodiment positions working electrode 22 and counter electrode 24 facing each other, as shown 
in Figure 3. In this embodiment, the measurement zone, corresponding to the region containing the portion of the 
sample which will be interrogated, is the portion of sample chamber 26 bounded by the working surface of the working 
electrode and disposed between the two facing electrodes. 

[01 31 ] In both of the embodiments discussed above, the thickness of the sample chamber and of the measurement 
zone correspond typically to the thickness of spacer 28 (e.g., the distance between the electrodes in Figures 1 and 3, 
or the distance between the electrodes and the inert base in Figure 2). The spacer may be, for example, an adhesive 
or double-sided adhesive tape or film. Preferably, this thickness is small to promote rapid electrolysis of the analyte, 
as more of the sample will be in contact with the electrode surface for a given sample volume. In addition, a thin sample 
chamber helps to reduce errors from diffusion of analyte into the measurement zone from other portions of the sample 
chamber during the analyte assay, because diffusion time is long relative to the measurement time. Typically, the 
thickness of the sample chamber is no more than about 0.2 mm. Preferably, the thickness of the sample chamber is 
no more than about 0.1 mm and, more preferably, the thickness of the sample chamber is about 0.05 mm or less. 
[0132] The sample chamber may be formed by other methods. Exemplary methods include embossing, indenting, 
or otherwise forming a recess in a substrate within which either the working electrode 22 or counter electrode 24 is 
formed. Figures 12A and 12B illustrate one embodiment of this structure. First, a conducting layer 100 is formed on 
an inert non-conducting base material 102. As described above, the conducting layer 100 can include gold, carbon, 
platinum, ruthenium dioxide, palladium, or other non-corroding materials. The inert non-conducting base material 102 
can be made using a polyester, other polymers, or other non-conducting, deformable materials. A recess 104 is then 
formed in a region of the non-conducting base material 102 so that at least a portion of the conducting layer 100 is 
included in the recess 104. The recess 104 may be formed using a variety of techniques including indenting, deforming, 
or otherwise pushing in the base material 102. One additional exemplary method for forming the recess includes em- 
bossing the base material 102. For example, the base material 102 may be brought into contact with an embossing 
roll or stamp having raised portions, such as punch members or channels, to form the recess 104. In some embodi- 
ments, the base material 1 02 may be heated to soften the material. 

[0133] The recess 104 may be circular, oval, rectangular, or any other regular or irregular shape. Alternatively, the 
recess 104 may be formed as a channel which extends along a portion of the base material 102. The conducting layer 
100 may extend along the entire channel or only a portion of the channel. The measurement zone may. be restricted 
to a particular region within the channel by, for example, depositing the sensing layer 32 on only that portion of the 
conducting layer 1 00 within the particular region of the channel. Alternatively, the measurement zone may be defined . 
by placing a second electrode 107 over only the desired region of the first electrode 105. 

[01 34] At least a portion, and in some cases, all, of the conducting layer 1 00 is situated in the recess 1 04. This portion 
of the conducting layer 1 00 may act as a first electrode 1 05 (a counter electrode or a working electrode). If the conducting 
layer 100 forms the working electrode, then a sensing layer 32 may be formed over a portion of the conducting layer 
100 by depositing a non-leachable redox mediator and/or second electron transfer agent in the recess 104, as shown 
in Figure 12B. If a diffusible redox mediator or second electron transfer agent is used, then the diffusible material may 
be disposed on any surface in the sample chamber or in the sample. 
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material of the working electrode 22 (e.g., the solvent or dispersant should not dissolve the electrode). 
[01 44] One of the most important functions of the sorbent material is to reduce the volume of fluid needed to fill the 
sample chamber and corresponding measurement zone of the sensor. The actual volume of sample within the meas- 
urement zone is partially determined by the amount of void space within the sorbent materia!. Typically, suitable sorbents 
5 consist of about 5% to about 50% void space. Preferably, the sorbent material consists of about 10% to about 25% 
void space. 

[0145] The displacement of fluid by the sorbent material is advantageous. By addition of a sorbent, less sample is 
needed to fill sample chamber 26. This reduces the volume of sample that is required to obtain a measurement and 
also reduces the time required to eiectrolyze the sample. 

10 [0146] The sorbent material 34 may include a tab 33 which is made of the same material as the sorbent and which 
extends from the sensor, or from an opening in the sensor, so: that a sample may be brought into contact with tab 33, 
sorbed by the tab, and conveyed into the sample chamber 26 by the wicking action of the sorbent material 34, This 
provides a preferred method for directing the sample into the sample chamber 26. For example, the sensor may be 
brought into contact with a region of an animal (including human) that has been pierced with a lancet to draw blood. 

15 The blood is brought in contact with tab 33 and drawn into sample chamber 26 by the wicking action of the sorbent 
34. The direct transfer of the sample to the sensor is especially important when the sample is very small, such as when 
the lancet is used to pierce a portion of the animal that is not heavily supplied with near-surface capillary vessels and 
furnishes a blood sample volume of 1 uL or less. . 

[0147] Methods other than the wicking action of a sorbent may be used to transport the sample into the sample 
20 chamber or measurement zone. Examples of such methods for transport include the application of pressure on a 
sample to push it into the sample chamber, the creation of a vacuum by a pump or other vacuum-producing method 
in the sample chamber to pull the sample into the chamber, capillary action due to interfacial tension of the sample 
with the walls of a thin sample chamber, as well as the wicking action of a sorbent material. 

[0148] The sensor can also be used in conjunction with a flowing sample stream. In this configuration, the sample 
25 stream is made to flow through a sample chamber. The flow is stopped periodically and the concentration of the analyte 
is determined by an electrochemical method, such as coulometry. After the measurement, the flow is resumed, thereby 
removing the sample from the sensor. Alternatively, sample may flow through the chamber at a very slow rate, such 
that all of the analyte is electrolyzed in transit, yielding a current dependent only upon analyte concentration and flow 
rate. 

30 [01 49] Other filler materials may be used to fill the measurement zone and reduce the sample volume. For example, 
glass beads can be deposited in the measurement zone to occupy space. Preferably, these filler materials are hy- 
drophilic so that the body fluid can easily flow into the measurement zone. In some cases, such as glass beads with 
a high surface area, these filler materials may also wick the body fluid into the measurement zone due to their high 
surface area and hydrophiiicity. 

35 [0150] The entire sensor assembly is held firmly together to ensure that the sample remains in contact with the 
electrodes and that the sample chamber and measurement zone maintain the same volume. This is an important 
consideration in the coulometric analysis of a sample, where measurement of a defined sample volume is needed. 
One method of holding the sensor together is depicted in Figures 1 and 2. Two plates 38 are provided at opposite ends 
of the sensor. These plates are typically constructed of non-conducting materials such as plastics. The plates are 

40 designed so that they can be held together with the sensor between the two plates. Suitable holding devices include 
adhesives, clamps, nuts and bolts, screws, and the like. 

Alternative Sensor Designs 

45 [0151] Figures 18A to 18C illustrate one alternative sensor design for formation of thin film sensors. The sensor 
includes a first substrate 500 upon which a working electrode 502 is formed. The working electrode 502 includes a 
contact region 503 for connection with external electronics. A spacer 504 (Figure 18B), such as, for example, a layer 
of adhesive or a double-sided tape defines a channel 506 to produce a sample chamber for the sensor. Two counter 
(or counter/reference) electrodes 510, 512 are formed on a second substrate 508, as shown in Figure 18C (inverted 

so with respect to Figures 1 8A and 1 8B to show the electrode side up). This multiple counter electrode arrangement may 
provide a fill indicator function, as described below. Each counter electrode 51 0, 51 2 has a contact region 511,513 for 
connection with external electronics. The second substrate 508 is inverted and placed over the first substrate 500, with 
the spacer 504 between, so that the working electrode 502 and the two counter electrodes 510, 512 are facing in the 
region of the channel 506. 

55 [01 52] In some instances, the counter electrode 510 nearest an entrance 51 4 of the channel 506 has a surface area 
within the sample chamber that is at least two times larger than the other counter electrode 512, and may be at least 
five or ten times larger. The non-leachable or diffusible redox mediator and/or second electron transfer agent can be 
provided on either the first or second substrates 500, 508 in a region corresponding to the channel 506, as described 
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above. 

[0153] The working electrode and counter electrodes can be formed to cover the entire channel region (except for 
a small space between the two counter electrodes). In this embodiment, the sample chamber and measurement zone 
are effectively the same and have the same volume. In other embodiments, the measurement zone has, for example, 
5 80% or 90% of the volume of the sample chamber. It will be understood that similar sensors could be made using one 
counter electrode or three or more counter electrodes. It will also be understood that multiple working electrodes may 
also be provided on the sensor. 

[01 54] One example of a method for making the thin film sensors is described with respect to the sensor arrangement 
displayed in Figures 1 8A to 1 8C and can be used to make a variety of other sensor arrangements, including those 

10 described before. A substrate, such as a plastic substrate, is provided. The substrate can be an individual sheet or a 
continuous roll on a web. This substrate can be used to make a single sensor or to make multiple sensors. The multiple 
sensors can be formed on a substrate 1000 as working electrodes 1010 and counter electrode(s) 1020. In some em- 
bodiments, the substrate can be scored and folded to bring the working electrodes 1 01 0 and counter electrodes 1020 
together to form the sensor. In some embodiments, as illustrated in Figure 31 A, the individual working electrodes 1010 

is (and, in a separate section, the counter electrode(s) 1020) can be formed next to each other on the substrate 1 000, 
to reduce waste material, as illustrated in Figure 31 A. In other embodiments, the individual working electrodes 1010 
(and, in a separate section, the counter electrode(s) 1020) can be spaced apart, as illustrated in Figure 31 B. The 
remainder of the process is described for the manufacture of multiple sensors, but can be readily modified to form 
individual sensors. 

20 [01 55] Carbon or other electrode material (e.g., metal, such as gold or platinum) is formed on the substrate to provide 
a working electrode for each sensor. The carbon or other electrode material can be deposited by a variety of methods 
including printing a carbon or metal ink, vapor deposition, and other methods. 

[0156] Optionally, a non-conductive material, such as a non-conductive ink, can be formed adjacent the working 
electrode to provide a planar surface along the path of travel of the sample fluid. The non-conductive material is suitable 
25 for creating a smooth surface to facilitate filling by capillary action and/or for reducing the likelihood that air bubbles 
will become entrapped near the working electrode. This non-conductive material can be colored or colorless and may 
be formed on the substrate by printing or other techniques. The non-conductive material may be deposited prior to or 
subsequent to the formation of the working electrode. 

[01 57] The counter electrode or counter electrodes are formed on the substrate. The counter electrode(s) are formed 
30 by depositing carbon or other electrode material onto the substrate. In one embodiment, the material of the counter 
electrode(s) is a Ag/AgCl ink. The material of the counter electrode(s) may be deposited by a variety of methods 
including printing or vapor deposition. In some embodiments, the counter electrodes are formed using different mate- 
rials and/or one electrode is a counter or counter/reference electrode and the other electrode is a reference or counter/ 
reference electrode. In one embodiment, the working electrodes are formed on a first half of a polymer sheet or web 
35 and the counter electrodes are formed on a second half of the polymer sheet or web so that the sheet or web can be 
folded to superimpose the working and counter electrodes in a facing arrangement. 

[0158] A second non-conductive material may be deposited adjacent and/or between the counter electrode(s) to 
provide a planar surface along the path of travel of the sample fluid. This may be particularly desirable in the region 
between the counter electrodes that will be part of the sample chamber to planarize the surface of the sample chamber. 

40 The non-conductive material is suitable for creating a smooth surface to faciliate filling by capillary action and/or for 
reducing the likelihood that air bubbles will become entrapped between or near the counter electrode(s). This non- 
conductive material can be colored or colorless and may be formed on the by printing or other techniques. The non- 
conductive material may be deposited prior to or subsequent to the formation of the counter electrode(s). 
[0159] An adhesive spacer is formed over at least one of the substrate/working electrode and substrate/counter 

^5 electrode(s); The adhesive spacer may be a single layer of adhesive or a double-sided adhesive tape (e.g., a polymer 
carrier film with adhesive disposed on opposing surfaces). To form the channel, the spacer, optionally provided with 
one or more release liners, may be cut (e.g., die-cut) to remove the portion of the adhesive corresponding to the channel 
prior to disposing the spacer on the substrate. Alternatively, the adhesive may be printed or otherwise disposed on the 
substrate according to a pattern which defines the channel region. The thickness of the spacer typically determines 

so the spacing between the working and counter electrodes. When the uniformity of this spacing among sensors is nec- 
essary (e.g., for coulometric measurements), uniformity in the thickness of the spacer is important. Preferably, the 
thickness does not vary more than ± 5% over the individual sensor and/or among individual sensors in a batch. 
[01 60] The non-leachable or diffusible redox mediator and/or second electron transfer agent are disposed onto the 
substrate in at least the sample chamber region. If either or both of these components is non-leachable, that component 

55 or components must be disposed on the working electrode. If either or both of these components is diffusible, that 
component or components can be disposed on any surface of the substrate in the channel region. The redox mediator 
and/or second electrode transfer agent can be disposed independently or together on the substrate prior to or after 
disposition of the spacer. The redox mediator and/or second electrode transfer agent may be disposed by a variety of 
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methods including, for example, screen printing, ink jet printing, spraying, painting, striping along a row or column of 
aligned and/or adjacent electrodes, and the like. Other components may be deposited separately or with the redox 
mediator and/or second electrode transfer agent including, for example, surfactants, polymers, polymer films, preserv- 
atives, binders, buffers, and cross-linkers: 

5 [01 61] After disposing the spacer, redox mediator, and second electron transfer agent, the substrate can be folded 
to form the sensor. The faces of the substrate are joined by the adhesive of the spacer. After bringing the faces together, 
the sensor can be cut out using a variety of methods including, for example, die cutting, slitting, or otherwise cutting 
away the excess substrate material and separating the individual sensors. In some embodiments, a combination of 
methods may be used. For example, some features may be die cut, while the remainder of the sensor is cut by slitting. 

10 As another alternative, the sensor components (e.g., the components illustrated in Figures 1 8A and 1 8C) may first be 
cut out of the substrates and then brought together to form the sensor by adhesively joining the two components using 
the spacer adhesive. 

[0162] The embodiment of a sensor illustrated in Figures 1 8A to 1 8C is an example of a tip-fill sensor. An alternative 
sensor construction is illustrated in Figures 1 9A to 19C. This is a side-fill sensor. Figure 19A illustrates a first substrate 
15 520 with a working electrode 522. Figure 19B illustrates a spacer 524 defining a channel 526. Figure 19C (inverted 
with respect to Figures 19A and 19B to illustrate the electrodes) illustrates a second substrate 528 with three counter 
(or counter/reference) electrodes 530, 532, 534. 

[0163] This sensor can be manufactured as described above. The symmetric disposition of the counter electrodes 
allow the sensor to be filled from either the left or right side for convenience of left-handed and right-handed people. 

20 it will be understood, however, that similar sensor arrangements can be formed using one, two, or four or more counter 
electrode(s) and/or two or more working electrodes. The scalloped regions 536, 538 may be formed, for example, by 
die cutting and may, at least in some instances, be precisely controlled to provide a reproducible channel length. As 
an alternative arrangement, the sides of the sensor may be straight to allow the sensor to be cut out from the remainder 
of the substrate and/or from other sensors by slitting the substrate in parallel directions using, for example, a gang 

25 arbor blade system. As illustrated in Figures 19A, 19B, and 19C, the edges of the sensor can define edges of the 
sample chamber and/or measurement zone. By accurately controlling the distance between cuts, variability in sample 
chamber volume can often be reduced. In some instances, these cuts are preferably parallel to each other, as parallel 
cuts may be the easiest to make reproducibly. 

[0164] Figures 20A, 20B, and 20C illustrate another example of a side-filling sensor arrangement. Figure 20A illus- 
30 trates a first substrate 540 with a working electrode 542. Figure 20B illustrates a spacer 544 defining a channel 546. 
Figure 20C (inverted with respect to Figures 20A and 20B) illustrates a second substrate 548 with three counter (or 
counter/reference) electrodes 550, 552, 554. ■ 

[01 65] Figures 21 A, 21 B, and 21 C illustrate another example of a tip-filling sensor arrangement. Figure 21 A illustrates 
a first substrate 560 with a working electrode 562. Figure 21 B illustrates a spacer 564 defining a channel 566. Figure 

35 21 C (inverted with respect to Figures 21 A and 21 B) illustrates a second thin film substrate 568 with two counter (or 
counter/reference) electrodes 570, 572. A vent hole 574 (indicated as a shaded region in Figure 21 C) is provided 
through the second substrate. In the illustrated embodiment, this vent hole 574 is made through only the substrate 568 
that carries the counter electrode(s) and, optionally, the spacer 564. In this embodiment, the vent hole may be formed 
by, for example, die cutting a portion of the substrate. This die cut may remove a portion of at least one counter electrode, 

40 but a sufficient amount of the counter electrode should remain for contact with the sample in the channel and for 
electrical connection to a contact at the other end of the sensor. In another embodiment, the vent hole 574 may be 
made through all of the layers or through the first substrate and not the second substrate. 

[0166] Another embodiment is illustrated in Figures 22A, 22B, and 22C, with a different shape. This sensor includes 
a first substrate 579 with at least one working electrode 580, as illustrated in Figure 22A. The sensor also includes a 

45 spacer 581 with a channel 582 formed in the spacer 581 , as shown in Figure 22B. The sensor further includes a second 
substrate 583 with two counter electrodes 584, 585, as shown in Figure 22C (inverted with respect to Figures 22A and 
22B). A venting aperture 586 is cut typically through all of the layers and extends from a side of the sensor. In some 
embodiments, the venting aperture and the front portion 587 of the sensor are simultaneously cut with a reproducible 
distance between the venting aperture and the front portion 587 of the sensor to provide a reproducible length for the 

50 channel 582 and the working electrode 580. Figures 22A, 22B, and 22C also illustrate another feature that can be used 
with any sensor arrangement. An indentation 588 may be formed at the filling opening of the channel 582 to facilitate 
the drawing of fluid into the sensor. In this configuration, the fluid is not provided with a flat face, but rather an indented 
face that may aid in wicking or capillary filling of the channel (i.e., sample chamber). This configuration may also reduce 
the likelihood that the user of the sensor will block the channel during collection of. the sample. A flat faced sensor 

55 might be blocked by pressing the tip of the sensor edgewise against the skin. 

[0167] Figures 23A, 23B, and 23C illustrate another example of a side-filling sensor arrangement Figure 23A illus- 
trates a first substrate 640 with a working electrode 642. Figure 23B illustrates a spacer 644 defining a channel 646. 
Figure 23C (inverted with respect to Figures 23A and 23B) illustrates a second substrate 648 with three counter (or 
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within the reader when connected to the coulometer or other electrochemical analysis equipment. 
[01 75] In a preferred embodiment, the integrated sample acquisition and analyte measurement device comprises a 
lancing instrument that holds a lancet and measurement strip. The lancing instrument preferably requires active cock- 
ing. By requiring the user to cock the device prior to use, the risk of inadvertently triggering the lancet is minimized. 

5 [0176J Preferably, the lancing instrument is automatically triggered when the lancing instrument is pressed firmly 
against the skin with an adequate amount of pressure. As is already known in the art, a larger sample of body fluid 
such as blood or interstitial fluid is expressed when pressure is applied around a site where a hole has been created 
the skin. For example, see the above-mentioned U.S. patents to Integ and Amira as well as the tip design of the lancing 
instruments sold by Becton Dickenson. All of these lancing devices have a protruding ring that surrounds the lancing 

10 site to create pressure that forces sample out of the wound. However, all of these devices require the user to apply 
adequate pressure to the wound site to express the sample, and all of the lancing instruments are triggered by a button 
push by the user. Design of an appropriate pressure trigger is well-known to one skilled in the art. 
[01 77] Preferably, the lancing instrument will also permit the user to adjust the depth of penetration of the lancet into 
the skin. Such devices are already commercially available from companies such as Boehringer Mannheim and Palco. 

15 This feature allows users to adjust the lancing device for differences in skin thickness, skin durability, and pain sensitivity 
across different sites on the body and across different users. 

[01 78] In a more preferred embodiment, the lancing instrument and the test reader are integrated into a single device. 
To operate the device the user need only insert a disposable cartridge containing a measurement strip and lancing 
device into the integrated device, cock the lancing instrument, press it against the skin to activate it, and read the result 
20 of the measurement. Such an integrated lancing instrument and test reader simplifies the testing procedure for the 
user and minimizes the handling of body fluids. 

[0179] Figure 26 illustrates another example of an integrated sample acquisition and sensor device 700. The inte- 
grated sample acquisition and sensor device 700 includes a housing 702, a skin piercing member (e.g., a lancet) 704, 
a piercing/collecting aperture 706, an optionally removable sensor 708, a sensor guide 71 0, and a retraction mechanism 
25 714 for the skin piercing member. This device 700 can be designed for reuse (e.g., by making the skin piercing member 
704 and sensor 708 removable) or for single use. 

[01 80] The housing 702 may be formed of a variety of materials including metal and plastic. The housing 702 may 
include a hinge 716 or other configuration (e.g., adhesive or interlocking parts) for holding portions of the housing 
together. 

30 [01 81] The piercing/collecting aperture 706 is provided in the housing 702 to allow the skin piercing member 704 to 
extend through the aperture 706 and pierce the skin of a user, thereby causing blood (or other body fluid) flow. The 
sensor 708 also extends to the edge or out of the aperture 706 to collect the blood (or other body fluid) through an 
opening (not shown) in the tip of the sensor. This may allow the user to pierce the skin and collect the fluid sample 
without moving the device 700. Alternatively, separate apertures may be provided for the skin piercing member 704 

35 and sensor 708. The sensor guide may be formed in the housing 702 or added to the housing to guide the sensor 708 
into place if the sensor is inserted into and through the housing and/or to support the sensor within the housing and 
during sample collection. 

[0182] The skin piercing member 704 may include an actuator (not shown) that includes a mechanism that allows 
for cocking and releasing the skin piercing member 704 or the skin piercing member may be actuated externally. For 

40 example, a sensor reader (not shown) or other device may be coupled to the sample acquisition and sensor device, 
the sensor reader or other device including a mechanism that cocks and/or releases the skin piercing member 704. 
[0183] The retraction mechanism 714 of the device 700 may be, for example, a spring or resilient metal strip that 
retracts the skin piercing member 704 back into the housing after piercing the skin of the user. This may allow for 
unobstructed collection of the sample and/or prevent further piercing of the skin of the user or others to reduce or 

« prevent contamination or infection caused by transfer of body fluids or other harmful agents. Alternatively, retraction 
of the skin piercing member may be accomplished using an external device or apparatus. 

[01 84] One example of operation includes cocking the skin piercing member 704 and then releasing the skin piercing 
member 704 so that it extends out of the housing 702 through the piercing/collecting aperture 706 and pierces the skin 
of the user. The skin piercing element 704 optionally pushes the sensor out of the way while extending out of the 
50 housing. The skin piercing element 704 is retracted back within the housing 702 using the retraction mechanism 714. 
Upon retraction of the skin piercing element, the sensor collects a sample fluid from the pierced skin through an opening 
in the sensor 708. 

[01 85] If a sensor reader is used, the sensor reader may also be configured to couple with a contact end of the 
sensor. The sensor reader may include a potentiostat or other component to provide a potential and/or current for the 
55. electrodes of the sensor. The sensor reader may also include a processor (e.g., a microprocessor or hardware) for 
determining analyte concentration, from the sensor signals. The sensor reader may include a display or a port for 
coupling a display to the sensor. The display may display the sensor signals and/or results determined from the sensor 
signals including, for example, analyte concentration, rate of change of analyte concentration, and/or the exceeding 
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of a threshold analyte concentration (Indicating, for example, hypo- or hyperglycemia). This sensor reader may be 
used in conjunction with the integrated sample acquisition and sensor device or the sensor reader may be used with 
the sensor alone, the contacts of the sensor making connection with contacts in the sensor reader. 

5 Operation of the Sensor 

[01 86] An electrochemical sensor of the invention may be operated with or without applying a potential. In one em- 
bodiment, the electrochemical reaction occurs spontaneously and a potential need not be applied between the working 
and counter electrodes. 

10 [01 87] In another embodiment, a potential is applied between the working and counter electrodes. Yet the potential 
does not need to remain constant. The magnitude of the required potential is dependent on the redox mediator. The 
potential at which the electrode poises itself, or where it is poised by applying an external bias, and where the analyte 
is electrolyzed is typically such that the electrochemical reaction is driven to or near completion, but it is, preferably, 
not oxidizing enough to result in significant electrochemical reaction of interferents, such as urate, ascorbate, and 

15 acetaminophen, that may affect the signal measured. For non-leachable redox mediators, the potential is typically 
between about -350 mV and about +400 mV versus the standard calomel electrode (SCE). Preferably, the potential 
of the redox mediator is more negative than +100 mV, more preferably the potential is more negative than 0 mV, and 
most preferably the potential is about -1 50 mV versus SCE. 

[0188] When an external potential is applied, it may be applied either before or after the sample has been placed in 
20 the sample chamber. If the measurement zone comprises only a portion of the sample chamber then the potential is 
preferably applied after the sample has come to rest in the sample chamber to prevent electrolysis of sample passing 
through the measurement zone as the sample chamber is filling. Alternatively, in the case where the measurement 
zone comprises most or all of the sample chamber, the potential, optionally, may be applied before or during the filling 
of the sample chamber without affecting the accuracy of the assay. When the potential is applied and the sample is in . 
25 the measurement zone, an electrical current will flow between the working electrode and the counter electrode; The 
current is a result, at least in part, of the electrolysis of the analyte in the sample. This electrochemical reaction occurs 
via the redox mediator and the optional second electron transfer agent. For many biomolecules, B, the process is 
described by the following reaction equations: 

30 

nA(ox) + B cn2yme > nA(red) + C (1) 

35 nA(red) -» nA(ox) + ne" (2) 

Biochemical B is oxidized to C by redox mediator species A in the presence of an appropriate enzyme, Then the redox 
mediator A is oxidized at the electrode. Electrons are collected by the electrode and the resulting current is measured. 
The measured current may also include a background current resulting in a measured background charge, due, at 
40 least in part, to the shuttling of a diffusible redox mediator between the working electrode and the counter electrode. 
This background current can be minimized or accounted for, as described above. 

[01 89] As an example; one sensor of the present invention is based on the reaction of a glucose molecule with two 
[Os(dmo-phen) 2 (NMI)CI] 2 + cations, where dmo-phen is 4,8-dimethoxy phenanthroline and NMI is N-methyl-imidazolei 
in the presence of glucose oxidase to produce two [Os(dmo-phen) 2 (NMI)CI] + cations, two protons, and an oxidation 
45 product of glucose, for example, gluconolactone or another ketone. The amount of glucose present is assayed by 
electrooxidizing the [Os(dmo-phen) 2 (NMI)CI] + cations to [Os(dmo-phen) 2 (NMI)CQ 2+ cations and measuring the total 
charge passed. < • 

[01 90] Those skilled in the art will recognize that there are many different reactions that will provide the same result; 
namely the electrolysis of an analyte through a reaction pathway incorporating a redox mediator. Equations (1) and 
50 (2) are a non-limiting example of such a reaction. 

Coulometry 

[01 91 ] In a preferred embodiment of the invention, coulometry is used to determine the concentration of the analyte. 
55 This measurement technique utilizes current measurements obtained at intervals over the course of the assay, to 
determine analyte concentration. These current measurements are integrated over time to obtain the amount of charge, 
Q, passed to or from the electrode. Q is then used to calculate the concentration of the analyte (Cp) by the following 
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equation (when the redox mediator is non-leachable): 

C A = Q/nFV (3a) 

where n is the number of electron equivalents required to electrolyze the analyte, F is Faraday's constant (approximately 
96,500 coulombs per equivalent), and V is the volume of sample in the measurement zone. When, using a diffusible 
mediator, the concentration of the analyte can be obtained from the following equation: 

C A = (Q tot -Q back )/nFV (3b) 

where Q tot is the total charge transferred during the measurement and Qb ack is the amount of charge transferred that 
was not due to the analyte, e.g., charge transferred by the shuttling of the diffusible mediator between the working 
electrode and the counter electrode. In at least some instances, the sensor is constructed so that the background 
charge is at most 5 times the size of the charge generated by electrolysis of an amount of analyte. Preferably, the 
background signal is at most 200%, 1 00%, 50%, 25%, 1 0%, or 5% of the charge generated by electrolysis of the analyte. 
[01 92] One example of a method for determining the ratio of background signal to signal generated by electrolysis 
of the analyte is described as follows for the facing electrode pairs. If the shuttling of the redox mediator is not disabled 
by the applied potential, the charge that results from the shuttling of the redox mediator may be represented by the 
following formula: 

Qback = (AFD M C M /d)(tn M ) 

where A is the area of the working electrode; F is Faraday's constant (96,500 coulombs/equivalent); D M is the effective 
diffusion coefficient of the redox mediator; C M is the concentration of the redox mediator in the measurement zone; d 
is the distance separating facing electrodes; t is the amount of time for the measurement; and n M is the number of 
electrons gained or lost by the redox mediator. 

[0193] Additionally, the charge of the analyte, for example, glucose, when the analyte is electrooxidized to about 
90% completion in the measurement period may be represented by the following formula: 

Q G =Ad(0.90)C G n G F 

where A is the area of the working electrode; d is the distance separating facing electrodes; C G is the concentration 
of glucose; n is the. number of electrons needed to electrolyze the analyte (e.g., 2 electrons per glucose molecule); 
and F is Faraday's constant. When C G is 5 mM (or 5 x 10' 6 moles/cm 3 ), t is 60 seconds, n G is 2, and n M is 1 , the ratio 
of charge from the redox mediator to the charge from electrooxidation of the analyte may be represented by the following 
formula: 

^Back^G = (^M^M^ 2 )(^ n MA0.9 n G C G )) = (^M ' ^) x (®*^ x 

For example, if the ratio of Qq^Qq is 5, then (D M C M )/d 2 is 7.5 x 10" 7 moles/(cm 3 sec). Also for example, iUhe ratio 
of °Baci/ Q G is 1 . tn & n (D M Cm)/ d 2 is 1 :5 x 1 0~ 7 moles/(cm 3 sec). Still another example, if the ratio is 0.1 , then (D M C M ) 
/ d 2 is 1 .5 x 1 0- 8 moles/(cm 3 sec). Thus, depending on the ratio desired, a sensor may be configured to have the desired 
ratio by choosing D M , C M , and d accordingly. For example, the concentration of the redox mediator may be reduced 
(i.e., C M may be reduced). Alternatively, or additionally, the diffusion of the redox mediator may be reduced by, for 
example, having a barrier to the flow of the diffusible mediator to the counter electrode (i.e., reduce the effective diffusion 
coefficient of the redox mediator — D M ). Other sensor configurations are also suitable for controlling the ratio of back- 
ground signal to signal generated by the analyte and will be described below. 

[0194] The background charge, Q back , can be accounted for in a variety of ways. can be made small, for 
example, by using only limited amounts of diffusible redox mediator; by providing a membrane over the counter elec- 
trode that limits diffusion of the redox mediator to the counter electrode; or by having a relatively small potential differ- 
ence between the working electrode and the counter electrode. Other examples of sensor configurations and methods 
suitable for reducing O back include those already described such as sensors having a redox mediator reaction rate at 
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the working electrode that is significantly faster than that at the counter electrode; immobilizing the redox mediator on 
the working electrode; having the redox mediator become immobilized on the counter or counter/reference electrode 
upon its reaction at the counter or counter/reference electrode; or slowing the diffusion of the redox mediator. 
[01 95J Alternatively, the sensor may be calibrated individually or by batch to determine a calibration curve or a value 
5 for Q back . Another option is to include a second electrode pair that is missing an item necessary for electrolysis of the 
analyte, such as, for example, the second electron transfer agent, so that the entire signal from this second electrode 
pair corresponds to Qback- 

[01961 For coulometric measurements, at least 20% of the analyte is electrotyzed. Preferably at least 50%, more 
preferably at least 80%, and even more preferably at least 90% of the analyte is electrolyzed. In one embodiment of 
w the invention, the analyte is completely or nearly completely electrolyzed. The charge can then be calculated from 
current measurements made during the electrochemical reaction, and the concentration of the analyte is determined 
using equation (3a) or (3b). The completion of the electrochemical reaction is typically signaled when the current reach- 
es a steady-state value. This indicates that all or nearly all of the analyte has been electrolyzed. For this type of meas- 
urement, at least 90% of the analyte is typically electrolyzed, preferably, at least 95% of the analyte is electrolyzed 
J5 and, more preferably, at least 99% of the analyte is electrolyzed. 

[01 97] For oculometry, it is typically desirable that the analyte be electrolyzed quickly. The speed of the electrochem- 
ical reaction depends on several factors, including the potential that is applied between the electrodes and.the kinetics 
of reactions (1 ) and (2). (Other significant factors include the size of the measurement zone and the presence of sorbent 
in the measurement zone.) In general, the larger the potential, the larger the current through the cell (up to a transport 
20 limited maximum) and therefore, the faster the reaction will typically occur. However, if the potential ts too large, other 
electrochemical reactions may introduce significant error in the measurement. Typically, the potential between the 
electrodes as well as the specific redox mediator and optional second electron transfer agent are chosen so that the 
analyte will be almost completely electrolyzed in less than 5 minutes, based on the expected concentration of the 
analyte in the sample. Preferably, the analyte will be almost completely electrolyzed within about 2 minutes and, more 
25 preferably, within about 1 minute. 

[0198] In another embodiment of the invention, the analyte is only partially electrolyzed. The current is measured 
during the partial reaction and then extrapolated using mathematical techniques known to those skilled in the art to 
determine the current curve for the complete or nearly complete electrolysis of the analyte. Integration of this curve 
yields the amount of charge that would be passed if the analyte were completely or nearly completely electrolyzed 
30 and, using equation (3a) or (3b), the concentration of the analyte is calculated. 

[01 99] Although coulometry has the disadvantage of requiring the volume of the measured sample be known, cou- 
lometry is a preferred technique for the analysis of the small sample because it has the advantages of, for example, 
no temperature dependence for the measurement, no enzyme activity dependence for the measurement, no redox- 
mediator activity dependence for the measurement, and no error in the measurement from depletion of analyte in the 
35 sample As already described above, coulometry is a method for determining the amount of charge passed or projected 
to pass during complete or nearly complete electrolysis of the analyte. One coulometric technique involves electrolyzing 
the analyte on a working electrode and measuring the resulting current between the working electrode and a counter 
electrode at two or more times during the electrolysis. The electrolysis is complete when the current reaches a steady 
state The charge used to electrolyze the sample is then calculated by integrating the measured currents over time 
40 and accounting for any background signal. Because the charge is directly related to the amount of analyte .n the sample 
there is no temperature dependence of the measurement. In addition, the activity of the enzyme does not affect the 
value of the measurement, but only the time required to obtain the measurement (i.e., less active enzyme squires a 
longer time to achieve complete electrolysis of the sample) so that decay of the enzyme over time will not render the 
analyte concentration determination inaccurate. And finally, the depletion of the analyte in the sample by electrolysis 
45 is not a source of error, but rather the objective of the technique. (However, the analyte need not be completely elec- 
trolyzed if the electrolysis curve is extrapolated from the partial electrolysis curve based on well-known electrochemical 
principles.) 

Non-Coulometric Assays 

50 

[0200] Although coulometric assays are useful, those skilled in the art will recognize that a sensor of the invention 
may also utilize potentiometric, amperometric, voltammetric, and other electrochemical techniques to determine the 
concentration of an analyte in a sample. The measurements obtained by these non-coulometric methods may not be 
temperature independent as are coulometric measurements. 
ss . [0201] In addition, the measurements obtained by these non-coulometric electrochemical techniques may be sen- 
sitive to the amount of active enzyme provided in the sensor. If the enzyme deactivates or decays over time, the 
resulting measurements may be affected. This may limit the shelf life of such sensors unless the enzyme is very stable. 
[0202] Finally, the measurements obtained by non-coulometric electrochemical techniques, such as steady-state 
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amperometry, may be negatively affected if a substantial portion of the analyte and/or redox mediator is electrolyzed 
during the measurement period. An accurate steady-state measurement may not be obtainable unless there is sufficient 
analyte and/or redox mediator so that only a relatively small portion of the analyte and/or redox mediator is electrolyzed 
during the measurement process. This may be challenging in a sample size of no more than 1 \il 

5 [0203] It may be desirable in some instances to utilize non-coulometric assays, such as amperometric or potentio- 
metric measurement techniques. For example, coulometry requires that the volume of the measured sample be known. 
And, the volume of the sample in the measurement zone of a small volume sensor (i.e., no more than one microliter) 
may be difficult to accurately reproduce if the manufacturing tolerances of one or more dimensions of the measurement 
zone have significant variances. 

10 [0204] As described for coulometric measurements, the background signal resulting from the shuttling of the redox 
mediator between the electrodes can be a source of measurement error in amperometric or potentiometric assays of 
samples of no more than 1 u.L in thin layer electrochemical cells. In general, it is desirable that the mediator does not 
shuttle between a pair of electrodes more than ten times in the period of the measurement, preferably not more than 
once, and more preferably not more than 0.1 times, on average. To decrease error arising from background signal, 

15 methods and sensor configurations similar to, and in some cases identical to, those used for coulometric measurements 
may be used. Examples include all of the methods and structures described above, such as performing the electro- 
chemical assay at relatively low applied potential,. electrooxidizing the analyte at negative applied potentials or elec- 
troreducing the analyte at positive applied potentials, using a counter electrode at which the redox mediator reacts 
relatively slowly (particularly as compared to the reaction of the redox mediator at the working electrode), and/or using 

20 a redox mediator that undergoes an irreversible reaction at the counter electrode. Other examples are discussed below. 
[0205] As described for coulometric measurements, it is preferred that the sensor be designed and operated so that 
the background signal is at most five times the size of the signal generated by electrolysis of the analyte. Preferably, 
the background signal is at most 200%, 100%, 50%, 25%, 10%, or 5% of the signal generated by electrolysis of an 
amount of analyte. The amount of analyte against which the background signal is compared is described above in the 

25 section entitled "Background Signal." In the case of amperometry, the signal generated by electrolysis of an amount 
of analyte is the current at the time or times at which the measurement is taken. In the case of potentiometry, the signal 
generated by electrolysis of an amount of analyte is the potential at the time or times at which the measurement is taken. 
[0206] Under a given set of operating conditions, for example, temperature, cell geometry, and electrode size, the 
magnitude of the background current, l back , is given by the following expression: 

30 

W = KC M D M /d 

where: K is a proportionality constant; C M is the concentration of the mediator in the measurement zone; D m is the 
35 effective diffusion coefficient of the mediator in the measurement zone under normal operating conditions; and d is the 
distance between the electrodes. 

[0207] It is desirable to reduce background current for non-coulometric assays. The sensor configurations and meth- 
ods described above are generally useful and include, for example, using low concentrations of the redox mediator 
and/or the second electron transfer agent (e.g., enzyme) relative to the concentration of the analyte and/or using a 

to large redox mediator having a relatively low effective diffusion constant. Other useful methods described above include 
methods for reducing the diffusion of the redox mediator by, for example, having a barrier (e.g., a charged or polar 
barrier) to the flow of the diffusible mediator or using a redox mediator having a relatively low effective diffusion constant. 
[0208] In some instances, the effective diffusion coefficient is no more than about 1 x 10 -6 cm 2 /sec, no more than 
about 1 x 10" 7 cm 2 /sec, or no more than about 1 x 10" 8 cm 2 /sec. Moreover, in some cases, the product of C M D M (the 

^5 concentration of redox mediator times the effective diffusion coefficient) is no more than about 1 x to* 12 moles/cmsec, 
no more than about 1 x 10 * 13 moles/cm sec, or no more than about 1 x 1 0 -14 moles/cm sec. 
[0209] The following provides a specific example for the case of an amperometric measurement of glucose carried 
out for 60 seconds during which time 1 0% of the glucose is electrolyzed in a 1 microliter cell with facing electrodes 
separated by a distance of d = 0.01 cm. If the measurement was carried out under the following conditions: a glucose 

so concentration of, C G = 5 mM (or 5 x 10-6 moles/cm 3 ), an area of A = 0.1 cm 2 , a number of electrons from the redox 
mediator of n M = 1 , and a number of electrons from glucose n G = 2, then the background current generated by the 
redox mediator and by the glucose is determined as follows. 

55 l back = AFn M D M C M /d 

= (0.1) (96,500) (1) D M C M /(0.01) 
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: 9.65 x 10 s C M D M 



i G =n Q Ad(0.1)FC G /t 



= (2) (0.01) (0.1) (96,500) (5 x lO^OO = 1 .61 namps 
[0210] Thus if i bacl( /i G = 5, the value of C M D M equal 8.34 x ifr« moles/cm* sec. As another example ifL ju-os 

Si%iSftr u- 834 x 10 " 13 moles/crn2 sec - Addrtiona,,y ■ = °-° 5 ' » - 5aI * 

LShU m" S °T am f" ),, V et * or POtentiometric embodiments, the redox mediator circulation is decreased by sep- 
thf 21 Z . 9 8 ^ fr0m the C ° Umer ° f co "^r/reference electrode such that the distance through «£ 

for the med.um between the electrodes and t is time. For a measurement time period of 30 seconds and a redox 

att«?iT eWeC, r k? USi ° n COet,iCiem b6,Ween 1 * 5 a " d 1Q * cm2/second ' ^electrodes J££££EZ 
at least lOOum, preferably at least 200^m, and even more preferably at least 400um eparareaoy 

Z£ n^TZ^T °' T^" 19 ,* 6 W ° rkin9 and C0Unter e,ec,rodes is to 086 a thicker spacer between the elec 
In a ft?« k ! ? ^ ,S " ,UStra,ed in R9Ure 27 ■ ,his embodiment, the working electrode 740 is disposed 

trodV^ 11 k h T 6 t e C ° Unler e,eCtr ° de 744 iS dfep0Sed 00 a second «»*strate 746 (a.ternative.y, the efec 
loSnh? „ , ,SP0 H Sed °" ,h ! Same SUbS,rate) " The WOfkin9 electrode 742 and »» counter electrode 744 are offset 
f I ! eC " V ? d : Sta , nCe ' d ' b6,Ween 1,16 t "° eleC,r0deS is 9reater ,han ,he thick "ess. w, of the spacer layer 748 

m»J hi , Ad t dit il"!fIl y alternative,y ' in me case 01 steady-state amperometry and potentiometry, background signal 
uZ^Z T ' T 9 ^ ° f e ' eCtr0,ySiS SUC " th3t me rate is slow enou 9 h to P^enUhe analyte concen- 
ts t^'" 9 ^ m ° re ^ ab0Ut 20%> 10% ' °' 5% 01 less > **« a measurement period, e.g., 30 second 
JZ ™7! ° r , ° T^' ,n S ° me inS,anceS ' 10 contro1 the rate °' e 'ectrolysis ma concentration or activity 
of the second electron transfer agent may be reduced and/or the working electrode area may be reduced 

facto? tJZ T7\ e - - he ?T, d e,eCtr ° n ,ranS ' er agen ' <*" be an enzyme and ,he enz y me activit y «"> * a limiting 
actor for the electrolyse rate. If, for example, the analyte concentration is 5mM glucose (i.e., 5 x 1 0* moles of glucose 

nVno2 a h ndn °T ^ 

wh ^ h ^ Sh0U ' d n0, , eXCeed 3 3 X 1 °" amper6S f0f 1 ° ne unit of an enzyme is amount of the enzyme 
whrch catalyzes electrolysis of 1 nmole of its substrate in 60 seconds at pH of 7.4 at 37° C in HEPES buffer Accordingly 

ImounrT' 9 CUrrem h UP ,0 3 3 X 1 °" 3 ampSreS in 1 Cm3 (i e " 1 mL > can be oersted. T "erefore, the maximum 
brruniVc^oTIeVs 8 " * ** ^ °' electrolysis by con,rol,in 9 *° am °""« of enzyme should 

II 2 ! 51 ! he . ra I 8 ° f e,ectrolysis may also be by using a relatively small working electrode area. When the 
wortung electrode area is sufficiently small (e.g., no more than about 0.01 cm* no more than about 0.0025 cm" or no 

Tnln^n °^ T ^1 th6n radia ' dif,USi ° n ° f a " aly,e ,0 ,he elec,rode may resu,t in a steady-state current, at a 
^ 1 W "k 18 represemative of ,he ana| yte concentration. For circular electrodes, the appropriate 

morftLn %n may e , aC , ^ 6 USin9 a " e,e ° tr0de wi,n a radius of n0 more than "° ™>™ than 30,1 m, or no 
direct or noSn thf ^T" ^ ""^ inC ' UdeS ,ranSp0rt ° f ana,yte fr0m a » direction s and not just from the 
surface A si 1^ ! !, nd Can - ,here, ° re ' r6dUCe ° r pr6Vent deble,ion °' ™W near ^e electrode 
,rnn!c in . !. ? ? 3 P ' anar SUrfa0e Permits radial diffusion - ln a s^sor having a larger surface area elec- 
E£f " ™ 6 ,ra " SP , ana ^ S t0 thS 6leC,r ° de may be m0de,ed ^ semi-infinite linear diffusion instead of radial dif- 
Sod? SU rf a ? e a?/ ° ^ 10 the 6leC,r0de iS d0minated by dif,usion ,rom ^e direc «°" "°""e' to the 

h ' me redUCSd tranSP ° rt rat6 fe typiCa " y unable t0 overcome tbe de P' e «on o' analyte near 
? n J« f C6> and at con s ,am a PP |ie d Potential the current decreases with time, t, according to 
L JhL a P° lent,ometrfca ssay of the type proposed by Yarnitzky and Heller, J. Phys. Chem.. 102:10057-61 (1998) 
m^torfn T h 1 VanaS " near ' y Whh the analyte concentra «°". the concentraLofthe analyte and/o redox 
hv 1 ft l a no° X f atl °: State Sh ° U ' d Vary "° m0re ^ about 20% durin 9 the assay. If me concentration 
vanes by more than 20%, then the diffusion of the analyte or redox mediator should be controlled by, for example 
controlling temperature and/or volume of the sample chamber and/or measurement zone 

lamp L I.! 6 ' ,h ' s d es cri P tfo n "as described electrolysis of an analyte, one skilled in the art would recognize that the 

tS^JSSXol^ a ' S0 ^ SUitab ' e meaSUremen,s of the average oxidation state of the mediator, 
sucn as, ror example, in Cottrell types of reactions. 
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Air-oxidizable Redox Mediators 

[0218] In a sensor having a redox mediator, a potential source of measurement error is the presence of redox mediator 
in an unknown mixed oxidation state (i.e., mediator not reproducibly in a known oxidation state). The charge passed 
when the redox mediator is electrooxidized or electroreduced at the working electrode is affected by its initial oxidation 
state. Referring to equations (1) and (2) discussed above under the section entitled "Operation of the Sensor," the 
current not attributable to the oxidation of biochemical B will flow because of electrooxidation of that portion of the 
redox mediator, A, that is in its reduced form prior to the addition of the sample. Thus, it may be important to know the 
oxidation state of the analyte prior to introduction of the sample into the sensor. Furthermore, it is desirable that all or 
nearly all of the redox mediator have the same state or extent of oxidation prior to the introduction of the sample into 
the sensor. 

[021 9] Each redox mediator has a reduced form or state and an oxidized form or state. It is preferred that the amount 
of redox mediator in the reduced form prior to the introduction of sample be significantly smaller than the expected 
amount of analyte in a sample in order to avoid a significant background contribution to the measured current. In this 
embodiment of the invention, the molar amount of redox mediator in the reduced form prior to the introduction of the 
analyte is preferably no more than, on a stoichiometric basis, about 10%, and more preferably no more than about 
5%, and most preferably no more than 1%, of the molar amount of analyte for expected analyte concentrations. (The 
relative molar amounts of analyte and redox mediator are compared based on the stoichiometry of the applicable redox 
reaction. If, for example, two moles of redox mediator are needed to electrolyze one mole of analyte, then the molar 
amount of redox mediator in the reduced form prior to introduction of the analyte is preferably no more than 20% and 
more preferably no more than about 1 0% and most preferably no more than about 2% of the molar amount of analyte 
for expected analyte concentrations.) Methods for controlling the amount of reduced mediator are discussed below. 
[0220] In another aspect of the invention, it is preferred that the ratio of the amounts of oxidized redox mediator to 
reduced redox mediator, prior to introduction of the sample in the sensor, be relatively constant between similarly 
constructed sensors. Any deviation from holding the ratio relatively constant may increase the scatter of the results 
obtained for the same sample with multiple similarly made sensors. For this aspect of the invention, the percentage of 
the redox mediator in the reduced form prior to introduction of the sample in the sensor varies by no more than about 
20% and preferably no more than about 10% between similarly constructed sensors. 

[0221 ] One method of controlling the amount of reduced redox mediator prior to the introduction of the sample in the 
sensor is to provide an oxidizer to oxidize the reduced form of the mediator. One of the most convenient oxidizers is 
0 2 . Oxygen is usually readily available to perform this oxidizing function. Oxygen can be supplied by exposing the 
sensor to air In addition, most polymers and fluids absorb O z from the air unless special precautions are taken. Typically, 
at least 90% of an air-oxidizable (i.e., 0 2 oxidizable) mediator in the solid state is in the oxidized state upon storage 
or exposure to air for a useful period of time, e.g., one month or less, and preferably, one week or less, and, more 
preferably, one day or less. The air oxidation may take place in either the solid state or as a solution stored for a time 
period sufficient to air oxidize the mediator before deposition on the sensor. In the case of air oxidizable redox mediators 
in solution, it is desirable that the time required to achieve at least 80%, preferably at least 90%, oxidation of the redox 
mediator is at least 10 times the expected duration of the assay and is also less than the pot life of the solution. 
Preferably, at least 80%, more preferably at least 90%, of the redox mediator is air oxidized in less than 1 week, 
preferably, in less than 1 day, more preferably, in less than 8 hours, and even more preferably, in less than 1 hour. 
[0222] While it is desirable to bring the mediators of the sensors manufactured in a single batch to the same state 
or extent of oxidation, it is not necessary that the mediator be completely oxidized to the higher-valent state. Additionally, 
it is desirable that the air oxidation of the dissolved redox mediator should not be so fast that air-oxidation during the 
assay can interfere with or introduce error into the measurements. 

[0223] Suitable mediators which are both air-oxidizable (i.e., 0 2 -oxidizabIe) and have electron transfer capabilities 
have been described hereinabove. One particular family of useful mediators are osmium complexes which are bound 
to electron-rich nitrogen-containing heterocycles or a combination of electron-rich nitrogen-containing heterocycles 
and halides. Electron-rich nitrogen-containing heterocycles include, but are not limited to, imidazole derivatives and 
pyridine or phenanthroline derivatives that contain electron-donating substituents such as aikyl, alkoxy, amino, alkylami- 
no, amido and mercapto groups. Preferably, the osmium complexes have no more than one halide coordinated to the 
metal, so that the mediators are overall positively charged and thus are water soluble. An example is osmium complexed 
with mono-, di-, and polyalkoxy-2,2'-bipyridine. Other examples include mono-, di-, and polyalkoxy-1,10-phenanthro- 
line, where the alkoxy groups have a carbon to oxygen ratio sufficient to retain solubility in water, are air-oxidizable. 
These osmium complexes typically have two substituted bipyridine or substituted phenanthroline ligands, the two lig- 
ands not necessarily being identical. These osmium complexes are further complexed with a monomeric or polymeric 
ligand with one or more nitrogen-containing heterocycles, such as pyridine and imidazole. Preferred polymeric ligands 
include poly(4-vinyl pyridine) and, more preferably, poly(1 -vinyl imidazole) or copolymers thereof. [OslM'-dimethoxy- 
2,2*-bipyridine] 2 CI] +/+2 complexed with a poly(1 -vinyl imidazole) or poly(4-vinyl pyridine) has been shown to be partic- 
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ularly useful as the Os +2 cation Is oxidizable by 0 2 to Os + 3. Similar results are expected for complexes of [Os 
(4 ; 7-dimethoxy-1,10-phenanthroline) 2 CI] +/+2 ,and other mono-, di-, and polyalkoxy bipyridines and phenanthrolines, 
with the same polymers. Other halogen groups such as bromine may be substituted for chlorine. Similar results are 
also expected for complexes comprising the following structures, as specified above: 




[0224] A complication associated with air-oxidizable mediators arises if the air oxidation of the redox mediator is so 
fast that a substantial portion of the analyte-reduced redox mediator is oxidized by 0 2 during an analyte assay. This 
will result in an inaccurate assay as the amount of analyte will be underestimated because the mediator will be oxidized 
by air rather than by its electrooxidation at the electrode. It is preferred that the reaction of the redox mediator with 0 2 
proceeds more slowly than the electrooxidation of the mediator, because if the air oxidation of the mediator were fast, 
then dissolved air and the in-diffusion of air might affect the outcome of the measurement. 

[0225] Because typically the assay takes about 1 0 minutes or less, preferably 5 minutes or less, and most preferably 
about 1 minute or less, it is preferred that the mediator, though air oxidizable in storage, will not be oxidized by dissolved 
oxygen during the time of the assay. Thus, mediators that are not air oxidized in 1 minute, and preferably not even in 
10 minutes when dissolved in plasma or in serum, are preferred. Typically, less than 5%, and preferably less than 1%, 
of the reduced mediator should be oxidized by air during an assay. 

[0226] The reaction rate of the air oxidation of the mediator can be controlled through choice of an appropriate 
complexing polymer. For example, the oxidation reaction is much faster for [Os(4,4 , -dimethoxy-2,2 -bipyridine) 2 CI] +/+2 
coordinatively coupled to poly(1 -vinyl imidazole) than for the same Os complex coupled to poly(4-viny! pyridine). The 
choice of an appropriate polymer will depend on the expected analyte concentration and the potential applied between 
the electrodes, both of which determine the rate of the electrochemical reaction. 

[0227] Thus, in one embodiment of the invention, the preferred redox mediator has the following characteristics: 1) 
the mediator does not react with any molecules in the sample or in the sensor other than the analyte (optionally, via a 
second electron transfer agent); 2) nearly all of the redox mediator is oxidized by an oxidizer such as 0 2 prior to 
introduction of the sample in the sensor; and 3) the oxidation of the redox mediator by the oxidizer is slow compared 
to the electrooxidation of the mediator by the electrode. 

[0228] Alternatively, if the redox mediator is to be oxidized in the presence of the analyte and electroreduced at the 
electrode, a reducer rather than an oxidizer would be required. The same considerations for the appropriate choice of 
reducer and mediator apply as described hereinabove for the oxidizer. 

[0229] The use of stable air-oxidizable redox mediators in the electrochemical sensors of the invention provides an 
additional advantage during storage and packaging. Sensors of the invention which include air-oxidizable redox me- 
diators can be packaged in an atmosphere containing molecular oxygen and stored for long periods of time, e.g., 
greater than one month, while maintaining at least 80% and preferably at least 90% of the redox species in the oxidized 
state. 

Use of the Alr-Oxidizable Mediators in Optical Sensors 

[0230] The air-oxidizable redox species of the present invention can be used in other types of sensors. The osmium 
complexes described hereinabove are suitable for use in optical sensors, due to the difference in the absorption spectra, 
luminescence and/or fluorescence characteristics of the complexed Os+ 2 and Os +3 species. Absorption, transmission, 
reflection, luminescence and/or fluorescence measurements of the redox species will correlate with the amount of 
analyte in the sample (after reaction between an analyte and the redox species, either directly, or via a second electron 
transfer agent such as an enzyme). In this configuration, the molar amount of redox mediator should be greater, on a 
stoichiometric basis, than the molar amount of analyte reasonably expected to fill the measurement zone of the sensor. 
[0231] Standard optical sensors, including light-guiding optical fiber sensors, and measurement techniques can be 
adapted for use with the air-oxidizable mediators. For example, the optical sensors of the invention may include a light- 
transmitting or light reflecting support on which the air-oxidizable redox species, and preferably an analyte-responsive 
enzyme, is coated to form a film. The-support film forms one boundary for the measurement zone in which the sample 
is placed. The other boundaries of the measurement zone are determined by the configuration of the cell. Upon filling 
the measurement zone with an analyte-containing sample, reduction of the air-oxidizable mediator by the analyte, 
preferably via reaction with the analyte-responsive enzyme, causes a shift in the mediator's oxidation state that is 
detected by a change in the light transmission, absorption, or reflection spectra or in the luminescence and/or fluores- 
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cence of the mediator at one or more wavelengths of light. 
Multiple Electrode Sensors and Calibration 

5 [0232] Multiple electrode sensors may be used for a variety of reasons. For example, multiple electrode sensors 
may be used to test a variety of analytes using a single sample. One embodiment of a multiple electrode sensor, shown 
in Figure 5, has one or more sample chambers which in turn may contain one or more working electrodes 22 with each 
working electrode 22 defining a different measurement zone. If the redox mediator is non-!eachable, one or more of 
the working electrodes have the appropriate chemical reagents, for example, an appropriate enzyme, to test a first 

w anatyte and one or more of the remaining working electrodes have appropriate chemical reagents to test a second 
analyte. The chemical reagents (e.g., redox mediator and/or second electron transfer agent) can be deposited as a 
sensing layer on the working electrode or, if diffusible reagents are used, they can be deposited on any surface of the 
sample chamber or placed in the sample. For example, a multiple electrode sensor might include 1) one or more 
working electrodes having glucose oxidase in the sensing layer to determine glucose concentration and 2) one or more 

is working electrodes having lactate oxidase in the sensing layer to determine lactate concentration. 

[0233] Multiple, electrode sensors may also be used to improve the precision of the resulting readings. The meas- 
urements from each of the working electrodes (all or which are detecting the same analyte) can be averaged together 
to obtain a more precise reading. In some cases, measurements may be rejected if the difference between the value 
and the average exceeds a threshold limit This threshold limit may be, for example, determined based on a statistical 

20 parameter, such as the standard deviation of the averaged measurements. The average may then be recalculated 
while omitting the rejected values. Furthermore, subsequent readings from an electrode that produced a rejected value 
may be ignored in later tests if it is assumed that the particular electrode is faulty. Alternatively, a particular electrode 
may be rejected only after having a predetermined number of readings rejected based on the readings from the other 
electrodes. 

25 [0234J In addition to using multiple electrode sensors to increase precision, multiple measurements may be made 
at each electrode and averaged together to increase precision. This technique may also be used with a single electrode 
sensor to increase precision. 

[0235] Errors in assays may occur when mass produced sensors are used because of variations in the volume of 
the measurement zone of the sensors. Two of the three dimensions of the measurement zone, the length and the 

30 width, are usually relatively large, between about 1 -5 mm. Electrodes of such dimensions can be readily produced with 
a variance of 2% or less. The submicroliter measurement zone volume requires, however, that the third dimension be 
smaller than the length or width by one or two order of magnitude. As mentioned hereinabove, the thickness of the 
sample chamber is typically between about 50 and about 200 jim. Manufacturing variances in the thickness may be 
on the order of 20 to 50 urn. Therefore, it may be desirable that a method be provided to accommodate for this uncer- 

35 tainty in the volume of sample within the measurement zone. 

[0236] In one embodiment of the invention, depicted in Figure 5, multiple working electrodes 42, 44, 46 are provided 
on a base material 48. These electrodes are covered by another base, not shown, which has counter electrodes, not 
shown, disposed upon it to provide multiple facing electrode pairs. The variance in the separation distance between 
the working electrode and the counter electrode among the electrode pairs on a given sensor is significantly reduced, 

to because the working electrodes and counter electrodes are each provided on a single base with the same spacer 28 
between each electrode pair (see Figure 3). 

[0237] One example of a multiple electrode sensor that can be used to accurately determine the volume of the 
measurement zones of the electrode pairs and that is also useful in reducing noise is presented herein. In this example, 
one of the working electrodes 42 is prepared with a non-ieachable redox mediator and a non-leachable second electron 

45 transfer agent (e.g., an enzyme). Sorbent material may be disposed between that working electrode 42 and its corre- 
sponding counter electrode. Another working electrode 44 includes non-leachable redox mediator, but no second elec- 
tron transfer agent on the electrode. Again, this second electrode pair may have sorbent material between the working 
electrode 44 and the corresponding counter electrode. An optional third working electrode 46 has no. redox mediator 
and no second electron transfer agent bound to the electrode, nor is there sorbent material between the working 

50 electrode 46 and its corresponding counter electrode. A similar configuration can be constructed using diffusible redox 
mediator and/or diffusible second electron transfer agent although diffusible components are not limited to being dis- 
posed on the working electrode. In some instances, the distance between electrode pairs is sufficient that redox me- 
diator and/or enzyme do not substantially diffuse between electrode pairs within the measurement period and/or in the 
time period from introduction of the same sample into the sample chamber to the end of the measurement 

55 [0238] Tne sensor error caused by redox mediator in a non-uniform oxidation state prior to the introduction of the 
sample can be measured by concurrently electrolyzing the sample in the measurement zones that are proximate elec- 
trodes 42 and 44. At electrode 42, the analyte is electrolyzed to provide the sample signal. At electrode 44, the analyte 
is not electrolyzed because of the absence of the second electron transfer agent (assuming that a second electron 
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state) prior »o the introduction o. the samp e no)or the SSSS!S^T S ° me ,he ° XidiZed 

electrode and the counter electrode. The smai? cterae oaS lll J»T 1 med ' a,0r be,Ween 016 workin 9 
can be subtracted from the charge passed belen , he T h ^ "* ^ eleC,rode pair 

oxidation state of the redox medLtor lnXT~^T T l ° substantial| y <*™™ error due to the 
This procedure also reduces S^^SZS other eSnT ZTl^ by 3 diffusibte rad °* mediator. 

ccnstan, of air is ^^ ^ ^ ■*»» 
(or about 100-1000 picofarads if there is fluid tetoen^T, * V configurat.on is a few picofarads 

constant for most biological £ tuf Sme sT" "Th *" ^ ,h6 die,eClric 
measurement of the capacitance of the eLtrode oalr aliow, fnr'thLT, M *™ °' ,he e,ectrode s are known, 

zone to within about 1-5% Ce0nneele ^ 0depaira,lowsforth edeterm,nat 1 onofthe thickness of the measurement 

'SLSme^^^ (U - — and cou,om- 

and imprecise knowledge of me voile o] he 22 ° red " ce back 9™ nd noise and error *» «° interferents 
and one or more of mem^e^ T " m0re e,eC,r0de paire 

For example, only one electrode pair is needed for Z ™ln devel0ped and are Wl,h,n lhe sc °Pe of the invention, 
may be used for convenience capactance measurements, however, additional electrode pairs 



Fill Indicator 



natively, the sensory be ^SlZ a^r fin t 1, ?*T 512 a " d *» WOrkin 9 elec,rode 502 - Alter- 

example, the workTng E2e fe in ffTcinnrt.* h <° de ' ermine whether •» sensor has been filled. In one 
another e Xampl C^ZTelecZe 5„S ^ C ° Un,er e ' eC,r0de and me indica,or e,eclrode - 
-ay be, for example, 5 S2 «i r ™ n °' h 9 faCing re,ationship ' but 

electrode pair being monitor^ forchanaes ™ L Pa ' r be US6d With S ' 9nals ,rom ,he second 

filled. Typfcally, the indS elec trSlu rt h^I T " 9 3 Par, '° U,ar Va,Ue ,0 de,ermine ■* lh e sensor has 
counter electrode " downs,ream from * ^amp.e inlet port than the working electrode and 

bfdtU^ 

the left or right side wim an S 
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side should be placed in contact with the sample fluid. 

[0246] In one embodiment, the use of three counter/reference electrodes and/or indicator electrodes, detects when 
the sample chamber begins to fill and when the sample chamber has been filled to prevent partial filling of the sample 
chamber. In this embodiment, the two indicator electrodes are held at a different potential than the largest counter/ 
5 reference electrode. The start and completion of filling of the sample chamber is indicated by the flow of current between 
the indicator and counter/reference electrodes. 

[0247] In other instances, the potential of each of the counter/reference electrodes may be the same. When the 
potential at all three counter/reference electrodes is the same for example, 0 volts, then as the measurement zone 
begins to fill, the fluid allows for electrical contact between a working electrode and the first counter/reference electrode, 

10 causing a current at the first counter/reference electrode due to the reaction of the analyte with the enzyme and the 
mediator. When the fluid reaches the third counter/reference electrode, another current may be measured similar to 
the first counter/reference electrode indicating that the measurement zone is full. When the measurement zone is full, 
the three counter/reference electrodes may be shorted together or their signals may be added or otherwise combined. 
[0248] The indicator electrode may also be used to improve the precision of the analyte measurements according 

15 to the methods described above for multiple electrode sensors. The indicator electrode may operate as a working 
electrode or as a counter electrode or counter/reference electrode. In the embodiment of Figures 1 8A-1 8C, the indicator 
electrode 512 can act as a second counter or counter/reference electrode with respect to the working electrode 502. 
Measurements from the indicator electrode/working electrode pair can be combined (for example, added to and/or 
averaged) with those from the first counter or counter/reference electrode/working electrode pair to obtain more accu- 

20 rate measurements. In one embodiment, the indicator electrode may operate as a second working electrode with the 
counter electrode or counter/reference electrode. In another embodiment, the indicator electrode may operate as a 
second working electrode with a second counter electrode or counter/reference electrode. In still another embodiment, 
the indicator electrode may operate as a second counter electrode or counter/reference electrode with a second working 
electrode. 

25 [0249] The sensor or a sensor reader may include a sign (e.g., a visual sign or auditory signal) that is activated in 
response to the indicator electrode to alert the user that the measurement zone has been filled. In some instances, 
the sensor or a sensor reader may be configured to initiate a reading when the indicator electrode indicates that the 
measurement zone has been filled with or without alerting the user. The reading can be initiated, for example, by 
applying a potential between the working electrode and the counter electrode and beginning to monitor the signals 

30 generated at the working electrode. 

Heating of Sample 

[0250] The sample may be heated to increase the rate of diffusion, oxidation, or reduction of the analyte. This heating 
35 may be accomplished by a variety of techniques including placing the sensor in a heated environment or applying a 
heating unit to the sensor. 

[0251] Another technique includes providing a thermal heating element, such as, for example, a wire or an ink that 
is capable of converting electrical energy into heat energy, on the sensor. This wire or ink can be applied, for example, 
on the opposite side of a base material, such as a polymer film, from one or more of the working, counter, reference, 
or counter/reference electrodes, or applied around the periphery of the working, counter, reference, or counter/refer- 
ence electrodes. In some instances, the sample may be heated up to 5 to 20°C above an initial temperature. In other 
instances, the temperature of the sample may not be known but a constant amount of power or current may be applied 
to the wire or ink. 

EXAMPLES 

[0252] The invention will be further characterized by the following examples. These examples are not meant to limit 
the scope of the invention which has been fully set forth in the foregoing description. Variations within the concepts of 
the invention are apparent to those skilled in the art. Examples 1 to 8 represent background art according to WO 
50 98/35225. 

Example 1 

Preparation of a Small Volume in vitro Sensor for the Determination of Glucose Concentration 

55 

[0253] A sensor was constructed corresponding to the embodiment of the invention depicted in Figure 1 . The working 
electrode was constructed on a Mylar™ film (DuPont), the Mylar™ film having a thickness of 0.175 mm and a diameter 
of about 2.5 cm. An approximately 12 micron thick carbon pad having a diameter of about 1 cm was screen printed on 
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10 



15 



20 



the Mylar'" film. The carbon electrode was overlaid with a water-insoluble dielectric insulator (Insulayer) having a 
thickness of 12 urn, and a 4 mm diameter opening in the center. ,^ hah i 0 
[0254] The center of the carbon electrode, which was not covered by the dielectric, was coated with a "onjeachat e 
redox mediator. The redox mediator was formed by complexing poly(1-vinyl imidazole) with ^^rj^f^j 
bipyridine) 2 CI 2 followed by cross-linking glucose oxidase with the osmium polymer using po^lh lene g^ *#,d 
eZr (PEGdJe) as described in Taylor et al., J. Electroanal. Chem.. 396:511 (1995). The ratio of osmium to im dazole 
Snc Uta in the redox mediator was approximately 1 :1 5. The mediator was deposed on ttte wor ing , *k*o* > * 
aTayerhavingathickness of 0.6pm and a diameter of 4 mm. The coverage of the ^'^^f 6 '^^^ 
60 I g/cm* (dry weight). A spacer material was placed on the electrode surrounding the med,at °^overed surface of 
2 eLrode-The spacer was made of polytetrafluoroethylene (PTFE) and had a thickness of about OXHOmm. 
[0255] A sorbent material was placed in contact wfth the mediator-covered surface of the working electrode. The 
sorbent was made of nylon (Tetko Nitex nylon 3-10/2). The sorbent had a diameter of 5 

and a void volume of about 20%. The volume of sample in the measurement zone was calcu ated from ^nrnnnm 
and characteristics of the sorbent and the electrode. The measurement zone had a diameter of 4 mm (the diameter 
o me mediator covered surface of the electrode) and a thickness of 0.045 mm (mickness of me nylon sorbent) to g ve 
a volume of 0.57 pL. Of this space, about 80% was filled with nylon and the other 20% was void space within me nylon 
sorbent This resulting volume of sample within me measurement zone was about 0.11 pL. 
oT 5 6 A counter/reference electrode was placed in contact with the spacer and the side of the sorbent opposite * to 
me working electrode so that the two electrodes were facing each other. The counter/reference electrode was con- 
%£f£ t S3" film having a thickness of 0.175 mm and a diameter of about 2.5 cm onto which a 12 m.cron 
thick layer of silver/silver chloride having a diameter of about 1 cm was screen printed. olortrnrip „ 

0257] The electrodes, sorbent, and spacer were pressed together using plates on either side of the •toc£*» 
STlTe pLeswere formed of polycarbonate plastic and were securely clamped to keep the sensor together. The 
pipptrodes were stored in air for 48 hours prior to use. 
m 0258 Tab eSfrombo* 

rical I contact with the analyzing equipment. A potentiostat was used to apply a potential drfference of + 200mV between 

i*** with the worki "3 eleCtr ° de bein9 *• an0de ' ^T 35 * Tides 
be Jeen me tetrodes in me absence of sample, which was expected, as no conductive path between the electrodes 

30 Sr'The sample was introduced via a small tab of nylon sorbent material formed as an extension from the nylon 
St Mhe STamber. Liquid was wicked into the sorben, when contact was made between he sample and 
mVsomltab.AsLs^^^ 

me e"es When glucose molecules in the sample came in contact with me glucose oxidase or, the working etec- 

trode^ 
t£n^ 

TOsprovidedacurrent which was measured and simultaneously integrated by a coulometer(EG&G Pnnceton Applied 

[SrreSemica. reaction continued until the current reached a steady state value M***" 
greater than 95% of the glucose had been electroreduced. The current curve obtained by measurement of the current 
STl* was integrated to determine the amount of charge passed during the « M 
These charges were men plotted versus the known glucose concentrate to produce a cal.brat.on curve. 
Si] Te sen or was tested using 0.5 pL aliquots of so.uttons containing known ,»»?^. ^ 
buffer of artificial cerebrospinal fluid or in a control serum (Baxter-Dade. Monitrol Leve. 1 Miami . » the range 0^3 
to 20 mM glucose. The artificial cerebrospinal fluid was prepared as a mixture of me following salts. 126 mM NaCl. 
45 27 5 mM NaHCO, 2 4 mM KCI, 0.5 mM KH 2 P0 4 , 1 .1 mM CaCI 2 -2H 2 0, and 0.5 mM Na 2 S0 4 . 

Era The results of me anises are shown in Table 1 and in Figure 7. In Table 1 , Q avg is me average charge used 
3-6" idenfical test samples (Figure 7 graphs me charge for each of the test samples) and 

heSHe time Corresponds to me amountoftime '^^^f^^^S^TSZ 
a sensor precision of 10- 20%, indicating adequate sensitivity of the sensor for low glucose concentrations, as well as 
so in me physiologically relevant range (30 pg/dL- 600 pg/dL). 
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TABLE 1 

Sensor Results Using Glucose Oxidase 





Number of 
Samples 
Tested 


Q^CTC) 


90% rise time 
(sec) 


buffer only 


4 


9.9 ± 1.8 


13± 6 


3 mM glucose/buffer 


~5 


17.8± 3.5 


19± 5 


6 mM glucose/buffer 


4 


49.4 ± 4.9 


25 ± 3 


10 mM glucose/buffer 


6 


96.1 ±12.4 


36± 17 


15 mM glucose/buffer 


5 


205.2 ±75.7 


56±23 


20 mM glucose/buffer 


4 


255.7 ±41.0 


62 ± 17 










42 mM glucose/serum 


3 


44.2 ± 4.3 


44± 3 


15.8 mM glucose/serum 


3 


218.2 ±573 


72 ±21 



[0263] The average measured values of glucose concentration were fit by one or more equations to provide a cali- 
bration curve. Figure 8 shows the calibration curves for the glucose/buffer data of Table 1 . One of the 1 5.0 mM glucose 
measurements was omitted from these calculations because it was more than two standard deviations away from the 
30 average of the measurements. The higher glucose concentrations (1 0-20 mM) were fit by a linear equation. The lower 
glucose concentrations were fit by a second order polynomial. 

[0264] Figure 9 shows the data of Table 1 plotted on an error grid developed by Clarke et al., Diabetes Care, 5, 
622-27, 1 987, for the determination of the outcome of errors based on inaccurate glucose concentration determination. 
The graph plots "true" glucose concentration vs. measured glucose concentration, where the measured glucose con- 
35 centration is determined by calculating a glucose concentration using the calibration curves of figure 8 for each data 
point of figure 7. Points in zone A are accurate, those in zone B are clinically acceptable, and those in zones C, D, and 
E lead to increasingly inappropriate and finally dangerous treatments. 

[0265] There were 34 data points. Of those data points 91 % fell in zone A, 6% in zone B, and 3 % in zone C. Only 
one reading was determined to be in zone C. This reading was off-scale and is not shown in figure 9. Thus, 97% of 

*o the readings fell in the clinically acceptable zones A and B. 

[0266] The total number of Os atoms was determined by reducing all of the Os and then electrooxidizing it with a 
glucose-free buffer in the sample chamber. This resulted in a charge of 59.6 ± 5.4 uC. Comparison of this result with 
the glucose-free buffer result in Table 1 indicated that less than 20% of the Os is in the reduced form prior to introduction 
of the sample. The variability in the quantity of osmium in the reduced state is less than 5% of the total quantity of 

45 osmium present. 

Example 2 

Response of the Glucose Sensor to Interferents 

50 

[0267] A sensor constructed in the same manner as described above for Example 1 was used to determine the 
sensor's response to interferents. The primary electrochemical interferents for blood glucose measurements are ascor- 
bate, acetaminophen, and urate. The normal physiological or therapeutic (in the case of acetaminophen) concentration 
ranges of these common interferents are: 

55 

ascorbate: 0.034 - 0.114 mM 
acetaminophen: 0.066 - 0.200 mM 
urate (adult male): 0.27 - 0.47 mM 
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T^T°° k 0fC " niCalChemis «y- C A - ** E.R. Ashwood, eds.. W.B. Saunders Co.. Philade.phia 1994, 
[0268] Buffered glucose-free interfered solutions were tested with concentrations of the interferents at the hinh Pnrt 
of +1 00 mV or +200 mV was applied between the electrodes. The average charge (Q ) was calculated 

^d to 2 7 PreSem ' ^ reSUlt ' n9 aVera9S Charge was com ? ared w « n ^ Signals fL Table 1 for mM 
and 1 0 mM glucose concentrations to determine the percent error that would result from me interfered 



TABLE 2 

Interferent Response of Glucose Sensors 



Solution 

• - * 


E(mV) 




OvgfTC) 


- ; Enor @ 4 
mM glucose 


Enor@ 10 
mM glucose 


0.114mMascorbate 


100 - 


4 


0.4 


2% 


<1% 


0. 1 1 4 mM ascorbate 


200 


4 


-0.5 


2% 


<1% 












:.f. j* .£ . 
• .- • 


0.2 mM acetaminophen 


100 


4 


0.1 


<1% 


<1% 


0.2 mM acetaminophen 


200 


4 


1.0 


5% 


1% 














0.47 mM urate 


100 


4 


6.0 


30% 


7% 


0.47 mM urate 


200 


4 


18.0 


90% 


21% 



™ r 6Se UltS indfcated that aScorba,e and ^etaminophen were not significant interferents for the alucose 
sensor configuration, especially for low potential measurements. However, urate pLdedsigSfcammt^ci ^ 

te«ZT»T be ? ,nimiZed bV Ca ' ibrating the Sensor res " onse to a concentration o 0 37 1 rrS's^ 

m 6n «ofr PPr0Pr ^ am ° Un,0f Char9e 38 determine d by extrapolation from these results from all gTcos i ," 
ments of the sensor. The resultina ermr rin» t« =. n -m m n d " 9 ,ucose ' 



iranon is 0.27 0.47 in an adult male) would be about 6% at 4 mM glucose and 100mV 



glucose and 100mV. 



Example 3 

Sensor with Glucose Dehydrogenase 



ELts^^ 

« nnn! ! I fJ „ V p y rroloaulno " ne I" 1 ™™ glucose dehydrogenase and a potential of only +1 00 mV was aoolied 
as opposed to the + 200 mV potential in Examp.e1.The results are presented in Table 3 below and gmS Fig' i a 
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TABLE 3 

Sensor Results Using Glucose Dehydrogenase 





:-. n ; . 


; Q^aC) 


90% rise time (s) 


buffer 


4 


21.7 ± 5.2 


14±3 


3 mM glucose/buffer 


4 


96.9 ±15.0 


24 ±6 


6 mM glucose/buffer 


4 


190.6± 18.4 


26±6 


10 mM glucose/buffer 


4 


327.8 ±69.3 


42±9 



[0271 ] The results indicated that the charge obtained from the glucose dehydrogenase sensor was much larger than 
for the comparable glucose oxidase sensor, especially for low concentrations of glucose. For 4 mM glucose concen- 
trations the measurements obtained by the two sensors differed by a factor of five. In addition, the glucose dehydro- 
20 genase sensor operated at a lower potential, thereby reducing the effects of interferent reactions. 

[0272] In addition, the results from Table 3 were all fit by a linear calibration curve as opposed to the results in 
Example 1, as shown in Fig. 10. A single linear calibration curve is greatly preferred to simplify sensor construction 
and operation, 

[0273] Also, assuming that the interferent results from Table 2 are applicable for this sensor, all of the interferents 
25 would introduce an error of less than 7% for a 3 mM glucose solution at a potential of 100 mV. 



Example 4 

Determination of Lactate Concentration in a Fluid Stream 

30 

[0274] The sensor of this Example was constructed using a flow cell (BioAnalytical Systems, Inc. # MF-1025) with 
a glassy carbon electrode. A redox mediator was coated on the electrode of the flow cell to provide a working electrode. 
In this case, the redox mediator was a polymer formed by complexing poly(1 -vinyl imidazole) with Os(4,4'-dimethyl- 
2,2'-bipyridine) 2 CI 2 with a ratio of 1 osmium for every 15 imidazole functionalities. Lactate oxidase was cross-linked 
35 with the polymer via polyethylene glycol diglycidyl ether. The mediator was coated onto the electrode with a coverage 
of 500 u.g/cm 2 and a thickness of 5 Tm. The mediator was covered by a polycarbonate track-etched membrane (Os- 
monics-Poretics #10550) to improve adherence in the flow stream. The membrane was then overlaid by a single 50 
Tm thick spacer gasket (BioAnalytical Systems, Inc. #MF-1 062) containing a void which defined the sample chamber 
and corresponding measurement zone. Assembly of the sensor was completed by attachment of a cell block (BioAn- 
alytical Systems, Inc. #MF-1005) containing the reference and auxiliary electrodes of the flow cell. 
[0275] The sample chamber in this case corresponded to a 50 Tm thick cylinder (the thickness of the spacer gasket) 
in contact with a mediator-coated electrode having a surface area of 0.031 cm 2 . The calculated volume of sample in 
the measurement zone of this sensor was approximately 0.1 6 TL. 

[0276] The flow rate of the fluid stream was 5 TL/min, A standard three electrode potentiostat was attached to the 
45 cell leads and a potential of +200 mV was applied between the redox mediator-coated glassy carbon electrode and 

the reference electrode. This potential was sufficient to drive the enzyme-mediated oxidation of lactate. 

[0277] As the fluid stream flowed through the sensor, a steady-state current proportional to the lactate concentration 

was measured. At periodic intervals the fluid flow was stopped and current was allowed to flow between the electrodes 

until approximately all of the lactate in the measurement zone was electrooxidized, as indicated by the achievement 
50 of a stabilized, steady-state current. The total charge, Q, required for lactate electrooxidation was found by integration 

of the differential current registered from the flow stoppage until the current reached a steady-state. The concentration 

was then calculated by the following equation: 



[lactate] = Q/2FV 



(4) 



where V is the volume of sample within the measurement zone and F is Faraday's constant. 

[0278] This assay was performed using lactate solutions having nominal lactate concentrations of 1 .0, 5.0, and 1 0.0 
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mM. The measured concentrations for the assay were 1 .9, 5.4, and 8.9 mM respectively. 



Example 5 

5 Determination of the Oxidation State of Os(4,4'-dimethoxy-2,2»-bipyridlne)2CI^ 2 Complexed with poiy(1 -vinyl 
imidazole) 

[0279] A sensor having a three electrode design was commercially obtained from Ecossensors Ltd., Long Hanbor- 
ough, England, under the model name "large area disposable electrode". The sensor contained parallel and coplanar 

w working, reference and counter electrodes. The working surface area (0.2 cm 2 ) and counter electrodes were formed 
of printed carbon and the reference electrode was formed of printed Ag/AgCI. A redox mediator was coated on the 
carbon working electrode. The redox mediator was formed by complexation of poly (1 -vinyl imidazole) with Os(4 l 4 t - 
dimethoxy-2,2'-bipyridine) 2 Cl 2 in a ratio of 15 imidazole groups per Os cation followed by cross linking the osmium 
polymer with glucose oxidase using polyethylene glycol diglycidyl ether. 

15 [0280] The electrode was cured at room temperature for 24 hours. The coplanar electrode array was then immersed 
in a buffered electrolyte solution, and a potential of +200 mV (sufficient for conversion of Os(ll) to Os(lll),) was applied 
between the working electrode and the reference electrode. 

[0281 ] Upon application of the potential, an undetectable charge of less than 1 uC was passed. Subsequent reduction 
and reoxidation of the redox mediator yielded a charge for conversion of ail Os from Os(ll) to Os(IM) of 65 TC. Therefore, 
20 more than 98% of the Os cations in the redox mediator were in the desired oxidized Os(lll) state. 

Example 6 

Determination of the Oxidation State of the Os(4,4 , -dimethoxy-2,2'-bipyridine) 2 CI^ 2 Complexed with poly 
25 (4-vinyl pyridine) 

[0282] A similar experiment to that of Example 5 was conducted with the same working/counter/reference electrode 
configuration except that the redox mediator on the working electrode was changed to a complex of Os(4,4 , -dimethoxy- 
2,2 , -bipyridine) 2 CI 2 with poly(4-vinyl pyridine), with 1 2 pyridine groups per Os cation, cross linked with glucose oxidase 
30 via polyethylene glycol diglycidyl ether. 

[0283] Two sensors were constructed. The electrodes of the two sensors were cured at room temperature for 24 
hours. The electrodes were then immersed in a buffered electrolyte solution and a potential of +200 mV was applied 
between the working and reference electrodes. 

[0284] Upon application of the potential to the electrodes, a charge of 2.5 TC and 3.8 TC was passed in the two 
35 sensors, respectively. Subsequent reduction and reoxidation of the redox mediators yielded oxidation charges of 27.9 
TC and 28.0 T C, respectively. Therefore, the sensors originally contained 91% and 86% of the Os cations in the 
desirable oxidized Os(lll) state. 
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Example 7 
Optica) Sensor 



[0285] An optical sensor is constructed by applying a film of redox polymer with crosslinked enzyme onto a light- 
transparent support such as a glass slide. The quantity of redox mediator is equal to or greater than (in a stoichiometric 
45 sense) the maximum quantity of analyte expected to fill the measurement zone. The spacer material, sorbent and 
facing support are securely clamped. The sample chamber is adapted to transmit light through the assembled sensor 
to an optical density detector or to a luminescence and/or fluorescence detector. As sample fills the sample chamber 
and the redox mediator is oxidized, changes in the absorption, transmission, reflection or luminescence and/or fluo- 
rescence of the redox mediator in the chamber are correlated to the amount of glucose in the sample. 

50 

Example 8 

Blood Volumes from Upper Arm Lancet Sticks 

55 [0286] The forearm of a single individual was pierced with a lancet multiple times in order to determine the repro- 
ducibility of blood volumes obtained by this method. Despite more than thirty lancet sticks in the anterior portion of 
each forearm and the dorsal region of the left forearm, the individual identified each stick as virtually painless. 
[0287] The forearm was pierced with a Payless Color Lancet. The blood from each stick was collected using a 1 uX 
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capillary tube, and the volume was determined by measuring the length of the blood column. The volumes obtained 
from each stick are shown below in Table 4. 



Table 4 
Volume of Lancet Sticks 
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Example 9 

A Sensor with Diffusible Redox Mediator 

35 

[0288] A sensor was formed by printing graphite ink (Graphite #G4491 , Ercon, Wareham, MA ) on a polyester sub- 
strate. A mixture of 5.5 ug/cm 2 [Os(dimethyoxybipyridine) 2 (vinylimidazole)CI]CI, 23.7 ng/cm 2 PQQ-glucose dehydro- 
genase, and 1 8.2 ug/cm 2 Zonyl FSO® surfactant (E. I. duPontde Nemours & Co., Inc., Wilmington, DE) were deposited 
on a portion of the working electrode. A 1 50 ujn thick pressure sensitive adhesive tape was then applied to the working 
*o electrode leaving only a portion of the working electrode exposed to form a sample chamber. A second polyester film 
with a counter electrode disposed on the film was provided over the pressure sensitive adhesive tape. The counter 
electrode was formed by disposing Ag/AgCI ink (Silver/Silver Chloride #R414, Ercon, Wareham, MA) over the second 
polyester film. The Ag/AgCI counter electrode was coated with approximately 1 00 ug/cm 2 of methylated poly(vinylim- . 
idazole) crosslinked using PEGDGE. 

45 

Example 10 



Measuring Glucose using Sensor with Diffusible Redox Mediator at a Potential of 0 V. 

50 [0289J Sensors were formed as described in Example 9 and used to measure glucose/buffer solutions at 0, 90, 1 80, 
270, and 360 mg/dL glucose concentration. The charge measured over time for each of these solutions is graphed in 
Figure 15. In the absence of glucose, the sensor indicates about 3 mg/dL glucose concentration. Figure 1 6 illustrates 
the measured charge versus glucose concentration for three sensors at each glucose concentration. The measured 
charge varies linearfy with glucose concentration similar to what is observed for sensors using non-leachable redox 

& mediator. 
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Example 11 



Other Sensors Formed Using Diffusible Redox Mediator 

[0290] Sensors A and B were formed by printing graphite ink (Graphite #G4491 Ercon Wareham MA> on a nnk,«t*, 

2SS2!C^ "* |Si '" e " Sil,e, Chlt " 1 * ,R4K *«> • *» "^nCiy«r»rss 



Example 12 

Varying the Amount of Diffusible Redox Mediator in the Sensor 



Se 17 S terl?th n p d IT teS,ed «! 0 de,ermine the am ° Unt °' time re " uired for e,ectrol ^ ot the analyte. 
sSe m X ' nCreaS,n9 ^ " ° f dif * USible rete media "» <" *. sample decreases thel 



sponse time of the sensor. 
Example 13 

Clinical Accuracy of the Small Volume Sensor 



Es 2?A 24B and 24C tTc,* T™ ?* T^"*" 9 * ° M ™<* °f •» invention depicted in 
inTn n . >" and i 4C -. Tne carbon work, "9 electrode was printed on a Melinex™ polyester film (DuPont Wilm- 
ngton Delaware as descnbed in Example 11. The carbon electrode was coated with 18 p g/cm* Os[So)S 

Zo TfSSSSS^- "f JaPan) ' 1 PQQ < FIUka > Mila " Wfe^sinuKS 

S££££ An T" 19 ^ De,3Ware) - 1,16 COati " 9S W6re applied t0 me workin 9 strode at 8°C and in 50% 

SSXZ L™* ' {5 ° Z ,h f fckneSS) W3S P ' aCed ° n 106 ° arb0n e,ec,rode surroundin ° coated surface 
and forming a channel having a width of about 0.04 inches " 

E1!5LK^ W6re printed on a second Me,inex ™ Poly™ film, as described 

If^n 7 „ he " br ° U9W int ° COntact with ,ne adhesive and tn « irking electrode film so that the 

work ng electrode and two counter electrodes were facing each other. The counter/reference electrode we^e coa ed 

T^mSSSSS^-I^ 18 rr PEGDGE fences, Warington, PennsyZiaTa^ 
luXfS ? ' W,lm,n 9 ton ' Delaware). One of the counter electrodes, upstream of the other counter 

IS I £ K a , S h USea 38 a " indiCat ° r e ' eCtr0de ,0 de,ermine wnen the sam P' a chamber was full. The senso^were 
0^4, T^ Y 66 PaSS6S With 3 h3nd r °" er and a96d ,0r ,hree davs at room te Wure over CaS0 4 
Sec.l e r e n Se el 0 r:^ 

fun of blood 3 V ' SUa S ' 9 " 9 mat the channel over,yin9 ,ne workin9 elec,rode was 

of thILmnrcSf' ? T' SenSOrS ' dry caDacita(1ce measurements were taken to determine the uniformity 
adhesiveThtkness T*™ * misali 9™ent of electrodes and/or variation I 

mTxtmu™ a f ' capacitance measured was 7.49 pF with a standard deviation of 0.28 pF or 3.8% The 

maximum capacrtance measured was 8.1 5 pF and the minimum capacitance measured was 6.66 pF 

t K enSOrS W6re U !! d 10 determine ,he 9lucose concentration in blood samples obtained from 23 people 

reaardinfd^ , " ^ diabeteS ' wi,h Tvpe 2 dia °etes, and one person Unknown 

regarduig diabetic status The people studied had an average hematocrit of 40.7% with a standard devialon of 3 9% 
The maximum hematocrit was 49% and the minimum hematocrit was 33 2% °ev.anon ot 3.9 A>. 

SledwlSS 

[0298] Three blood samples for each person were then collected in small volume sensors by using a 2mm Carelet™ 
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to lance the arm. If an adequate sample was not obtained In 10 seconds, the area around the puncture wound was 
kneaded, and then the sensor was filled. Sixteen of the sixty-nine samples required that the wound be kneaded. 
[0299] Three blood samples per person were collected by venipuncture. YSI blood glucose measurements and he- 
matocrit measurements were taken on at least one sample. Forty-six small volume sensors were also filled with blood 
5 from these samples. 

[0300] Measurements from the sensor were performed at an applied potential of 0 mV. BAS potentiostats (CV50W, 
West Lafayette, Indiana) were "on" before any sample was applied, so that as the strips filled, electrolysis was imme- 
diate. Current collection was for 1 50 seconds (this charge is termed "complete" electrolysis), although most assays 
were essentially complete well before 1 50 seconds. No results were discarded. Three successive sensor blood glucose 
10 measurements were taken. 

[0301 ] Measurements for the control samples were performed using YSI blood glucose measurement (Yellow Springs 
Instruments, Model 2300 Chemical Glucose Analyzer). 

[0302] The data was plotted against YSI venous results and a linear function was determined from the data. All data 

was collected from "complete* (1 50 second) electrolysis of glucose in the sensor. 
is [0303] Figure 28 shows the data for 69 small volume sensors tested on blood obtained from the arm. R 2 was 0.947, 

the average CV (coefficient of variation) was 4.8%, and the RMS (root mean square) CV was 5.7%. 

[0304] Figure 29 shows the data for 23 small volume sensors tested on blood obtained from the finger. R 2 was 0.986. 

[0305] Figure 30 shows the data for 46 small volume sensors tested on venous blood. R 2 was 0.986. The average 

CV was 3.8%. The RMS CV was 4.6%. 
20 [0306] The invention has been described with reference to various specific and preferred embodiments and tech- 
niques. 

[0307] All publications and patent applications in this specification are indicative of the level of ordinary skill in the 
art to which this invention pertains. 

25 

Claims 

1. A sensor (20). for determining the concentration of an analyte in a sample fluid, the sensor comprising: 

30 an electrode pair comprising a working electrode (22, 502, 522, 542, 562, 580, 602, 642, 101 0) and a counter 

electrode (24, 510, 530, 550, 570, 584, 610, 650, 1020), wherein at least a portion of the working electrode is 
within an effective distance of no more than 200 \im of a portion of the counter electrode and, optionally, the 
. counter electrode is a counter/reference electrode; 
an optional reference electrode (51 2, 532, 552, 572, 585, 61 2, 652); 

35 a sample chamber (26, 526, 546, 566, 582, 606, 646) for holding the sample fluid in electrolytic contact with 

the working electrode, the counter electrode, and the reference electrode, if present, the sample chamber 
comprising a measurement zone positioned adjacent to the working electrode, the counter electrode, and the 
reference electrode, if present, wherein the measurement zone is sized to contain a volume of no more than 
about 1 u.L of sample fluid and, optionally, the sample chamber is sized to contain no more than about 1 u.L 

4 o of sample fluid; and 

an analyte-responsive enzyme and a diffusible redox mediator disposed in the measurement zone; 

the sensor having been configured and arranged so that a background signal generated by the diffusible redox 

mediator is no more than either: 

45 (a) five times a signal generated by oxidation or reduction of an average normal physiological amount of 

analyte; or 

(b) five times a signal generated by oxidation or reduction of an amount of the analyte corresponding to 
an average deviation from an average normal physiological amount of analyte. 

50 2. A sensor (20) for determining the concentration of: the analyte glucose in a sample fluid, the sensor comprising: 

an electrode pair comprising a working electrode (22, 502, 522, 542, 562, 580, 602, 642, 1010) and a counter 
electrode (24, 510, 530, 550, 570, 584, 610, 650, 1020), wherein the working electrode and counter electrode 
are separated by an effective distance in a range of 25 to 1000 urn; 
55 a sample chamber (26, 526, 546, 566, 582, 606, 646) for holding the sample fluid, the sample chamber com- 

prising a measurement zone positioned adjacent to the working electrode and the counter electrode, wherein 
the measurement zone is sized to contain a volume of no more than about 1ul of the sample; and 
an analyte-responsive enzyme and a diffusible redox mediator disposed in the measurement zone; 
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the sensor having been configured and arranged so that a background signal generated by the diffusible redox 
mediator is no more than five times a signal generated by oxidation or reduction of 5 mM of glucose. 

A sensor according to any of claims 1 and 2, wherein the sensor is configured and arranged so that a background 
signal generated by the diffusible redox mediator is the same or less than the signal generated by oxidation or 
reduction of the average normal physiological amount of analyte. 

4. A sensor according to any of.claims 1 and 2, wherein the sensor is configured and arranged so that a background 
signal generated by the diffusible redox mediator is no more than 25% of the signal generated by oxidation or 
reduction of the analyte and, preferably, no more than 5% of the signal generated by oxidation or reduction of the 
analyte. 

5. A sensor according to any of claims 1 to 4, wherein the sensor comprises: 

(a) a first substrate (500, 520, 540, 560, 579, 600, 640) having a proximal end and a distal end the first 
substrate defining a first side edge (656) and a second side edge (658) of the electrochemical sensor extending 
from the proximal end to the distal end of the first substrate, the distal end being configured and arranged for 
insertion into a sensor reader; 

(b) a second substrate (508, 528, 548, 568, 583, 608, 648) disposed over the first substrate, the working 
electrode being disposed on one of the first and second substrates and the counter electrode being disposed 
on one of the first and second substrates; 

(c) a spacer (28, 504, 524, 544, 564, 581, 604, 644) disposed between the first and second substrates and 
defining a first aperture along the first side edge of the sensor and a second aperture along the second side 
edge of the sensor, the sample chamber extending from the first aperture to the second aperture; and 

(d) at least one indicator electrode disposed on at least one of the first and second substrates and positioned 
relative to either the. measurement zone or the sample chamber to determine when the measurement zone 
or sample chamber contains sample. 

6. A sensor according to any of claims 1 to 4, wherein the sensor comprises: 

(a) a first substrate having a proximal end and a distal end, the distal end being configured and arranged for 
insertion into a sensor reader, the first substrate defining a first side edge and a second side edge of the 
electrochemical sensor extending from the proximal end to the distal end of the first substrate; 

(b) a second substrate disposed over the first substrate, the working electrode being disposed on one of the 
first and second substrates and the counter electrode being disposed on one of the first and second substrates; 

(c) a spacer disposed between the first and second substrates and defining a first aperture along the proximal 
end of the sensor and a second aperture along the first side edge of the sensor, the sample chamber extending 
from the first aperture to the second aperture; and 

(d) at least one indicator electrode disposed on at least one of the first and second substrates and positioned 
relative to either the measurement zone or the sample chamber to determine when the measurement zone 
or the sample chamber contains sample. 

7. A sensor according to any of claims 1 to 4, wherein the sensor comprises an indicator electrode disposed in the 
sensor to indicate when either the measurement zone contains a sample or when the sample chamber contains 

45 a sample. 

A sensor according to any of claims 5 to 7, wherein the indicator electrode is also a working electrode or a counter 
electrode 



50 



8. 



A sensor according to any of claims 5 to 8, further comprising a visual or auditory sign, coupled to the indicator 
electrode, that activates when the indicator electrode indicates that the measurement zone or sample chamber 
contains sample. 

10. A sensor according to any of claims 5 to 9, wherein the indicator electrode is disposed in facing relationship to one 
55 of the working electrode and the counter electrode. 

1 1 . A sensor according to any of claims 5 to 1 0, wherein the sensor comprises at least two indicator electrodes disposed 
in the sensor, wherein a first indicator electrode indicates when the measurement zone or sample chamber is 
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beginning to fill with sample, and a second indicator electrode indicates when the measurement zone or sample 
chamber is substantially filled with sample. 

1 2. A sensor according to any of claims 5 to 1 0, wherein the sensor comprises at least two indicator electrodes disposed 
5 in the sensor, wherein two of the indicator electrodes comprise a first counter/indicator electrode and a second 

counter/indicator electrode with the counter electrode disposed between the first and second counter/indicator 
electrodes. 

13. A sensor according to any of claims 1 to 12, wherein the measurement zone and the sample chamber have a 
io same volume. 

14. A sensor according to any of claims 1 to 13, wherein the analyte is glucose and the analyte-responsive enzyme 
is a glucose-responsive enzyme. 

is 15. A sensor according to any of claims 1 to 1 3, wherein the analyte is a drug. 

A sensor according to any of claims 1 to 15, wherein the measurement zone is bounded on at least two sides by 
the working electrode and the counter electrode and, optionally, the working electrode and counter electrode form 
a facing electrode pair with the measurement zone positioned between the working electrode and the counter 
electrode. 

A sensor according to any of claims 1 to 16, wherein the sensor is configured and arranged so that the mediator 
oxidizes the analyte and the half-wave potential of the redox mediator, as measured by cyclic voltammetry in 0.1 
M NaCI at pH 7, is no more than about +100 millivolts relative to the potential of the counter/reference electrode. 

A sensor according to any of claims 1 to 17, wherein the sensor is configured and arranged so that the mediator 
oxidizes the analyte and the half -wave potential of the redox mediator, as measured by cyclic voltammetry in 0.1 
M NaCI at pH 1, is about the same as the potential of the counter/reference electrode. 

19. A sensor according to any of claims 1 to 18, wherein the sensor is configured and arranged so that the mediator 
oxidizes the analyte and the half-wave potential of the redox mediator, as measured by cyclic voltammetry in 0.1 
M NaCI at pH 7, is no more than about -150 millivolts relative to the potential of the counter/reference electrode. 

A sensor according to any of claims i to 1 9, wherein, within the sensor, the effective diffusion coefficient of the 
redox mediator through the sample fluid is less than the effective diffusion coefficient of the analyte through the 
sample fluid and, preferably, at least ten times less than the effective diffusion coefficient of the analyte through 
the sample fluid. 

A sensor according to any of claims 1 to 20, wherein the diffusible mediator has a molecular weight of at least 
5,000 daltons. 

A sensor according to any of claims 1 to 21, wherein the sensor is configured and arranged so that the redox 
mediator is more readily electrolyzed on the working electrode than the counter electrode. 

4 5 23. A sensor according to any of claims 1 to 22, wherein the sensor comprises a molar amount of the redox mediator 
that is, on a stoichiometric basis, no more than an average normal physiological amount of the analyte and, pref- 
erably, the sensor comprises a molar amount of the redox mediator that is, on a stoichiometric basis, no more than 
20% of an average norma! physiological amount of the analyte. 

50 * 24. A sensor according to any of claims 1 to 23, wherein the working electrode has a surface area of no more than 
about 0.01 cm 2 exposed in the measurement zone. 

25. A sensor according to any of claims 1 to 24, wherein the activity of the enzyme is no more than 1 unit/cm 3 

55 26. A sensor according to any of claims 1 to 25, wherein the sensor is configured and arranged so that the diffusible 
redox mediator precipitates when reacted at the counter electrode. 

27. A sensor according to any of claims 1 to 26, wherein the sensor is configured and arranged so that a mathematical 
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■ * ,0 "» " ~» 1 "» 27 " — * ^ fusible redo* mediator is deposed on the working 

29. AS^^ 

• 30. A ^°^e.er m ^^ 

contacting a sample with any of the electrochemical sensors of claims 1 to 29- 
generabng a sensor signal at the working electrode and ' 

detemrning the concentration of the analyte using the sensor signal, 
^mesasign,^ 

(0 f,ve t,mes a s.gnal generated by oxidation or reduction of 5 mM of glucose 

38. A method according to any of claims 30 to 37, further comprising: 

trochemical sensors; magnrtude of a background charge for the batch of the elec- 

^ra^ comprises determining the concentred 

39. A method for determining a concentration of an analyte in a sample, the method comprising the steps of: 
contacting a sample with any of the electrochemical sensors of claims 1 to 29- 

sample; Km9 eleC,rode and * e coun1 ^ electrode to electrolyze the analyte in the 
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pie; and 

determining the concentration of the anafyte using the analyte-responsive signal. 

40. A method of manufacturing any of the electrochemical sensors of claims 1 to 29, the method comprising: 

(a) forming a plurality of working electrodes on a first substrate; 

(b) forming a plurality of counter electrodes on a second substrate; 

(c) disposing a spacer layer on one of the first and second substrates; 

(d) removing a portion of the spacer layer to define sample chamber regions; 

(e) laminating the first and second substrates together; and 

(f) separating a plurality of electrochemical sensors from the laminated substrates, each electrochemical sen- 
sor comprising at least one of the working electrodes, at least one of the counter electrodes, and at least one 
of the sample chamber regions. 

41. A method according to claim 40, wherein the first substrate is a first region of a substrate and the second substrate 
is a second region of the substrate, and further comprising: 

folding the substrate to overlay the first and second regions of the substrate. 

42. A method according to any of claims 40 and 41 , wherein separating the plurality of electrochemical sensors com- 
prises cutting the first and second substrates to separate the electrochemical sensors and to define at least one 
end of the sample chamber of the electrochemical sensors. 

43. A method according to any of claims 40 to 42, further comprising forming a plurality of indicator electrodes on one 
of the first and second substrates. 

44. A method according to any of claims 40 to 43, wherein the portion of the spacer layer is removed to define the 
sample chamber regions after the spacer layer is disposed on one of the first and second substrates. 



Patentanspruche 

1 . Sensor (20) zur Bestimmung der Konzentration eines Analyten in einem Probenfluid, wobei der Sensor umfaBt: 

ein Elektrodenpaar, das eine Arbeitselektrode (22, 502, 522, 542, 562, 580, 602, 642, 1010) und eine Gegen- 
elektrode (24, 510, 530, 550, 570, 584, 610, 650, 1020) umfaBt, wobei wenigstens ein Abschnitt der Arbeits- 
elektrode innerhalb eines wirksamen Abstands von nicht mehr als 200 |im von einem Abschnitt der Gegen- 
elektrode liegt und die Gegenelektrode gegebenenfalls eine Gegen/Bezugs-Elektrode ist; 
eine fakuitative Bezugselektrode (512, 532, 552, 572, 585, 612, 652) ; 

eine Probenkammer (26, 526, 546, 566, 582, 606, 646), die das Probenfluid in elektrolytischem Kontakt mit 
der Arbeitselektrode, der Gegenelektrode und, soweit vorhanden, der Bezugselektrode halten kann, wobei 
die Probenkammer eine MeBzone umfaBt, die angrenzend an die Arbeitselektrode, die Gegenelektrode und, 
soweit vorhanden, die Bezugselektrode angeordnet ist, wobei die MeBzone so dimensioniert ist, dass sie ein 
Volumen von nicht mehr als etwa 1uL Probenfluid enthalt und die Probenkammer gegebenenfalls so dimen- 
sioniert ist, dass sie nicht mehr als etwa 1 nL des Probenfluids enthalt; und 

ein auf den Analyten ansprechendes Enzym und einen diffundierbaren Redox-Mediator, die in der MeBzone 
angeordnet sind; 

wobei der Sensor so konfiguriert und angeordnet ist, dass ein Hintergrundsignal, das durch den diffundier- 
baren RedoxMediator erzeugt wird, nicht groBer ist als entweder 

(a) das Funffache eines Signals, das durch Oxidation oder Reduktion einer mittleren normalen physiologischen 
Menge des Analyten erzeugt wird; oder 

(b) das Funffache eines Signals, das durch Oxidation oder Reduktion einer solchen Menge des Analyten 
erzeugt wird, die einer mittleren Abweichung von einer mittleren normalen physiologischen Menge des Ana- 
lyten entspricht. 

2. Sensor (20) zur Bestimmung der Konzentration des Analyten Glucose in einem Probenfluid, wobei der Sensor 
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umfaBt: 

ein Elektrodenpaar, das eine Arbeitselektrode (22, 502, 522, 542, 562, 580, 602, 642, 1010) und eine Gegen- 
elektrode (24, 510, 530, 550, 570, 584, 610, 650, 1020) umfaBt, wobei die Arbeitselektrode und die Gegen- 
eiektrode durch einen wirksamen Abstand in einem Bereich von 25 bis 1000 urn voneinander getrennt sind; 
eine Probenkammer (26, 526, 546, 566, 582, 606, 646), die das Probenfluid halt, wobei die Probenkammer 
eine MeBzone umfaBt, die angrenzend an die Arbeitselektrode und die Gegenelektrode angeordnet ist, wobei 
die MeBkammer so dtmensioniert ist, dass sie ein Volumen von nicht mehr als etwa 1 uL der Probe enthalt; und 
ein auf den Analyten ansprechendes Enzym und einen diffundierbaren Redox-Mediator, die in der MeBzone 
angeordnet sind; 

wobei der Sensor so konfiguriert und angeordnet ist, dass ein Hintergrundsignal, das von dem diffundierbaren 
Redox-Mediator erzeugt wird, nicht mehr als das Funffache eines Signals betragt, das durch Oxidation oder Re- 
duktion von 5 mM Glucose erzeugt wird. 

Sensor nach irgendeinem der Anspruche 1 und 2, wobei der Sensor so konfiguriert und angeordnet ist, dass ein 
Hintergrundsignal, das durch den diffundierbaren Redox-Mediator erzeugt wird, gleich ist wie oder kleiner ist als 
das Signal, das durch Oxidation oder Reduktion der mittleren normalen physiologischen Menge des Analyten 
erzeugt wird. 

Sensor nach irgendeinem der Anspruche 1 und 2, wobei der Sensor so konfiguriert und angeordnet ist, dass sein 
Hintergrundsignal, das durch den diffundierbaren Redox-Mediator erzeugt wird, nicht mehr als 25% des Signals 
betragt, das durch Oxidation oder Reduktion des Analyten erzeugt wird und vorzugsweise nicht mehr als 5% des 
Signals betragt, das durch Oxidation oder Reduktion des Analyten erzeugt wird. 

Sensor nach irgendeinem der Anspruche 1 bis 4, wobei der Sensor umfaBt: 

(a) ein erstes Substrat (500, 520, 540, 560, 579, 600, 640) mit einem proximalen Ende und einem distalen 
Ende, wobei das erste Substrat eine erste Seitenkante (656) und eine zweite Seitenkante (658) des elektro- 
chemischen Sensors definiert, die sich von dem proximalen Ende bis zum distalen Ende des ersten Substrats 
erstrecken, wobei das distaie Ende so konfiguriert und angeordnet ist, dass es in ein Sensor-Lesegerat ein- 
schiebbar ist; 

(b) ein zweites Substrat (508, 528, 548, 568, 583, 608, 648), das uber dem ersten Substrat angeordnet ist, 
wobei die Arbeitselektrode auf einem von dem ersten und dem zweiten Substrat angeordnet ist und die Ge- 
genelektrode auf einem von dem ersten und dem zweiten Substrat angeordnet ist; 

(c) einen Abstandhalter (28, 504, 524, 544, 564, 581, 604, 644), der zwischen dem ersten und dem zweiten 
Substrat angeordnet ist und eine erste Offnung langs der ersten Seitenkante des Sensors definiert und eine 
zweite Offnung entlang der zweiten Seitenkante des Sensors, wobei die Probenkammer sich von der ersten 
Offnung zu der zweiten Offnung erstreckt; und 

(d) wenigstens eine Anzeigeelektrode, die auf wenigstens einem von dem ersten und dem zweiten Substrat 
angeordnet ist und im Hinblick auf die MeBzone oder die Probenkammer relativ so angeordnet ist, dass fest- 
gestelit wird, wenn die MeBzone oder Probenkammer Probe enthalt. 

Sensor nach irgendeinem der Anspruche 1 bis 4, wobei der Sensor umfaBt: 

(a) ein erstes Substrat mit einem proximalen Ende und einem distalen Ende, wobei das distaie Ende fur einen 
Einschub in ein Sensor-Lesegerat konfiguriert und angeordnet ist, wobei das erste Substrat eine erste Sei- 
tenkante und eine zweite Seitenkante des elektrochemischen Sensors definiert, die sich von dem proximalen 
Ende zu dem distalen Ende des ersten Substrats erstrecken; 

(b) ein zweites Substrat, das uber dem ersten Substrat angeordnet ist, wobei die Arbeitselektrode auf einem 
von dem ersten und dem zweiten Substrat angeordnet ist und die Gegenelektrode auf einem von dem ersten 
und dem zweiten Substrat angeordnet ist; 

(c) einen Abstandshaiter, der zwischen dem ersten und dem zweiten Substrat angeordnet ist und eine erste 
Offnung langs des proximalen Endes des Sensors und eine zweite Offnung langs der ersten Seitenkante des 
Sensors definiert, wobei sich die Probenkammer von der ersten Offnung bis zu der zweiten Offnung erstreckt; 
und 

(d) wenigstens eine Anzeigeelektrode, die auf wenigstens einem von dem ersten und dem zweiten Substrat 
angeordnet ist und so gegenuber der MeBzone oder der Probenkammer angeordnet ist, dass festgestellt wird, 
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wenn die MeBzone oder die Probenkammer Probe entha.lt. 

7. Sensor nach irgendeinem der Anspruche 1 bis 4, wobei der Sensor eine Anzeigeelektrode umfaBt, die in dem 
Sensor angeordnet ist und anzeigt, wenn entweder die MeBzone eine Probe enthalt oder wenn die Probenkammer 
eine Probe enthalt. 

8. Sensor nach irgendeinem der Anspruche 5 bis 7, wobei die Anzeigeelektrode auch eine Arbeitselektrode oder 
eine Gegenelektrode ist. 

9. Sensor nach irgendeinem der Anspruche 5 bis 8, der auBerdem ein visuelles Oder h6rbares Zeichen umfaBt, das 
mit der Anzeigelektrode gekoppelt ist und aktiviert wird, wenn die Anzeigeelektrode anzeigt, dass die MeBzone 
Oder die Probenkammer Probe enthalt. 

10. Sensor nach irgendeinem der Anspruche 5 bis 9, wobei die Anzeigelektrode gegenuber einer von der Arbeitselek- 
trode und der Gegenelektrode angeordnet ist. 

1 1 . Sensor nach irgendeinem der Anspruche 5 bis 1 0, wobei der Sensor wenigstens zwei Anzeigeelektroden umfaBt, 
die in dem Sensor angeordnet sind, wobei eine erste Anzeigeelektrode anzeigt, wenn sich die MeBzone oder die 
Probenkammer mit Probe zu fullen beginnt, und eine zweite Anzeigenelektrode anzeigt, wenn die MeBzone oder 
die Probenkammer im wesentlichen mit Probe gefullt ist. 

12. Sensor nach irgendeinem der Anspruche 5 bis 1 0, wobei der Sensor wenigstens zwei Anzeigeelektroden umfaBt, . 
die in dem Sensor angeordnet sind, wobei zwei der Anzeigeelektroden eine erste Gegen/Anzeigeelektrode und 
eine zweite Gegen/Anzeigeelektrode umfassen, wobei die Gegenelektrode zwischen der ersten und der zweiten 
Gegen/Anzeigeelektrode angeordnet ist. 

1 3. Sensor nach irgendeinem der Anspruche 1 bis 1 2, wobei die MeBzone und die Probenkammer das gleiche Volumen 
aufweisen. 

14. Sensor nach irgendeinem der Anspruche 1 bis 13, wobei der Analyt Glucose ist, und das auf den Analyten ent- 
sprechende Enzym ein auf Glucose ansprechendes Enzym ist. 

15. Sensor nach irgendeinem der Anspruche 1 bis 13, wobei der Analyt eine Droge ist. 

16. Sensor nach irgendeinem der Anspruche 1 bis 15, wobei die MeBzone an wenigstens zwei Seiten durch die Ar- 
beitselektrode und die Gegenelektrode begrenzt ist und die Arbeitselektrode und die Gegenelektrode ggf. ein sich 
gegenuberliegendes Elektronenpaar bilden, wobei die MeBzone zwischen der Arbeitselektrode und der Gegen- 
elektrode angeordnet ist 

17. Sensor nach irgendeinem der Anspruche 1 bis 16, wobei der Sensor so konfiguriert und angeordnet ist, dass der 
Mediator den Analyten oxidiert und das Halbwellenpotential des Redox-Mediators, gemessen durch zyklische 
Voltametrie in 0,1 M NaCI bei pH 7, nicht mehr als etwa +100 Millivolt betragt, bezogen auf das Potential der 
Gegen/Bezugs-Elektrode. 

1 

18. Sensor nach irgendeinem der AnsprOche 1 bis 17, wobei der Sensor so konfiguriert und angeordnet ist, dass der 
Mediator den Analyten oxidiert und das Halbwellenpotential des Redox-Mediators, gemessen durch zyklische 
Voltametrie in 0,1 M NaCI bei pH 7, etwa das gleiche ist, wie das Potential der Gegen/Bezugs-Elektrode. 

19. Sensor nach irgendeinem der AnsprOche 1 bis 18, wobei der Sensor so konfiguriert und angeordnet ist, dass der 
Mediator den Analyten oxidiert und das Halbwellenpotential des Redox-Mediators, gemessen durch zyklische 
Voltametrie in 0,1 M NaCI bei pH 7, hicht mehr als etwa -150 Millivolt, bezogen auf das Potential der Gegen/ 
Referenz-Elektrode, betragt. 

20. Sensor nach irgendeinem der Anspruche 1 bis 1 9, wobei innerhalb des Sensors der wirksame Diff usionskoeffizient 
des Redox-Mediators durch das Probenfluid geringer ist als der effektrve Diff usionskoeffizient des Analyten durch 
das Probenfluid und vorzugsweise wenigstens 10-fach geringer ist als der effektive Diffusionskoeffizient des Ana- 
lyten durch das Probenfluid. 
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izr^TsZ^zi-:^ 6 1 bis 20> wobei der diftundierbare Media,or ein -n 

*" rTT? i r9e , ndeinem der AnsprOche 1 bis 21. wobei der Sensor so konfiguriert und angeordnet 1st dass der 
Redox-Med.ator le.chter an der Arbeitselektrode elektrolysiert wird als der Gegenelektrode 

23 ' fnT h S a » ?, aCh i ^ 9endeine " 1 i 5 er Ansprttehe 1 bis 22, wobei der Sensor eine molare Menge des Redox-Mediators 
enthalt, die auf emer stOchiometrischen Basis nicht mehr als eine mittiere normaie physiologische Menge des 

£*£JS? U p S K SOr VOfZU9Sweise eine ™ lafe M enge des Redox-Mediators umfaB dfe aTeiner 
sMteh.ometnschen Basis nicht mehr ais 20% einer mittleren normaien physio.ogischen Menge des Analyten be- 

24 " S r S « n ? * i 2 r9 ! ndeinem der Anspruche 1 bis 23, wobei die Arbeitselektrode eine Oberflache von nicht mehr als 
etwa 0,01 cm*, die in der MeBzone freiliegt, aufweist. S 

25 ' SS." aCh ir96ndeinem d6r AnSpr ° Che 1 bis 24 ' wobei die Aktivi «» des Enzyms nicht mehr als 1 Einheit/cm3 

26 ' SnlT 11 "l e T i Tf er AnSpr ° Che 1 b ' S 25 ' WObei der Sensor 50 konfiguriert und angeordnet ist. dass der 
diffundierbare Redox-Mediator ausgefallt wird, wenn er an der Gegenelektrode reagiert. 

27 * lVZZT '!! 9e T^ eT AnSPr ° Che 1 bfe 26 ' W0b6i der Sens0r 50 konfiauriert und angeordnet ist. dass ein 
rT* m!T. m d ! S w,rksame " Di «^ionskoeffizienten des Redox-Mediators und der Konzent ation des 
Redox-Med,ators nicht mehr als 1 x 10-* Mol cm-1 S -1 betragt. wenn das Probenfluid die MeBzone fullt. 

28 " SdfanXdS AnSprQCh6 1 biS 27 ' W0bei der di,fundi ert»re Redox-Mediator auf der Arbeitselek- 

29 ' ^ endeine ^ der An «P^ne 1 bis 28. wobei das auf den Analyten ansprechende Enzym auf der 

Arbeitselektrode angeordnet ist. 

30. Verfahren zur Bestimmung einer Konzentration eines Analyten in einer Probe, das die Schritte umfaBt: 

Inkontaktbringen einer Probe mit irgendeinem der elektrochemischen Sensoren der Anspruche 1 bis 29" 

trzeugen eines Sensorsignals an der Arbeitselektrode, und 

Bestimmung der Konzentration des Analyten unter Verwendung des Sensorsignals. 

31 ' ^H 3 !!^" 30 !! An f P ^ Ch 30 ' W0b6i daS Hinter 9 rundsiana| . d ^durchdendiffundierbaren Redox-Mediator erzeugt 
wird, nicht mehr ist als entweder: 

(a) das FOnffache eines Signals/das durch Oxidation Oder Reduktion einer mittleren normaien physiologischen 
Menge des Analyten erzeugt wird; Oder * ■ 

(b) das FOnffache eines Signals, das durch Oxidation Oder Reduktion einer Menge des Analyten erzeugt wird. 
(teener mittleren Abwe.chung von einer mittleren normaien physiologischen Menge des Analyten entspricht; 

(c) das FOnffache eines Signals, das durch Oxidation Oder Reduktion von 5 mM Glucose erzeugt wird. 

32 ' R««m en ir9endeinemder AnsprOche 30 bis 31 . wobei die Bestimmung der Konzentration des Analyten die 
Beshmmung der Konzentration des Analyten durch Coulometrie unter Verwendung des Sensorsignals umfaBt. 

33 ' BeSmZnTH h J r r dei ?'?- der , Ans P f0che 30 bfe 31 • wob *i Bestimmung der Konzentration des Analyten die 
Beshmmung der Konzentration des Analyten durch Amperometrie unter Verwendung des Sensorsignals umfaBt. 

M ' B«^r,n na H H ir9ende, '? m d6r AnSpr0cne 30 bis 31 ■ wobei die Bestimmung der Konzentration des Analyten die 
Beshmmung der Konzentrabon des Analyten durch Potentiometrie unter Verwendung des Sensorsignals umfaBt 

35 " 22TJ^r ir9endeinemder Ans P r0che 30 b * 31 , wobei die Bestimmung der Konzentration des Analyten die 
Bestimmung der Konzentration des Analyten durch Chronoamperometrie unter Verwendung des Sensorsignals 
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umfaBt. 

36. Verfahren nach irgendeinem der Anspruche 30 bis 31 , wobei die Bestimmung der Konzentration des Analyten die 
Bestimmung der Konzentration des Analyten durch Chronopotentiometrie unter Verwendung des Sensorsignals 

5 . umfaBt. 

37. Verfahren nach irgendeinem der Anspruche 30 bis 31 , wobei die Bestimmung der Konzentration des Analyten die . 
Bestimmung der Konzentration des Analyten durch eine Cottreil-MeBtechnik unter Verwendung des Sensorsignals 
umfaBt. 

38. Verfahren nach irgendeinem der Anspruche 30 bis 37, das auBerdem umfaBt: 

Bereitstellung von Eichdaten fur eine Liefermenge von elektrochemischen Sensoren in einem MeBinstrument, 
wobei die Eichdaten eine Information umfassen, die einen Bezug zu einer GroBe fur eine Hintergrundiadung 
is fur die Liefermenge der elektrochemischen Sensoren aufweist; 

wobei die Stufe der Bestimmung der Konzentration des Analyten die Bestimmung der Konzentration des 
Analyten unter Verwendung des Sensorsignals und der Eichdaten umfaBt. 

20 39. Verfahren zur Bestimmung einer Konzentration eines Analyten in einer Probe, wobei das Verfahren die Schritte 
umfaBt: 

Inkontaktbringen einer Probe mit irgendeinem der elektrochemischen Sensoren der Anspruche 1 bis 29; 
Beachten eines Signals von der Anzeigeelektrode, das anzeigt, dass die MeBzone Probe enthalt; 
25 Anlegen eines Potentials zwischen der Arbeitselektrode und der Gegenelektrode, urn den Analyten in der 

Probe zu elektrolysieren; 

Erzeugung eines auf den Analyten ansprechenden Signals durch den Sensor in Reaktion auf die Elektrolyse 
des Analyten in der Probe; und 

Bestimmen der Konzentration des Analyten unter Verwendung des auf den Analyten ansprechenden Signals. 

30 

40. Verfahren zur Herstellung irgendeines der elektrochemischen Sensoren der Anspruche 1 bis 29, wobei das Ver- 
fahren umfaBt: ' 

(a) Ausbilden einer Vielzahl von Arbeitselektroden auf einem ersten Substrat; 

(b) Ausbilden einer Vielzahl von Gegenelektroden auf einem zweiten Substrat; 

(c) Anordnen einer Abstandshalterschicht auf einem von dem ersten oder dem zweiten Substrat; 

(d) Entfernen eines Teils der Abstandshalterschicht, urn die Bereiche der Probenkammer zu definieren; 

(e) Bildung eines Laminats aus dem ersten und dem zweiten Substrat; und 

(f) Abtrennen einer Vielzahl von elektrochemischen Sensoren von den laminierten Substraten, wobei jeder 
elektrochemische Sensor wenigstens eine von den Arbeitselektroden, wenigstens eine von den Gegenelek- 
troden und wenigstens einen von den Probenkammerbereichen umfaBt. 

41. Verfahren nach Anspruch 40, wobei das erste Substrat ein erster Bereich eines Substrats ist und das zweite 
Substrat ein zweiter Bereich des Substrats ist, und das auBerdem umfaBt 

45 

Fatten des Substrats, so dass sich die ersten und zweiten Bereiche des Substrats Oberlagern. 

42. Verfahren nach irgendeinem der Anspruche 40 und 41 , wobei das Abtrennen der Vielzahl von elektrochemischen 
Sensoren das Schneiden des ersten und zweiten Substrats umfaBt, urn die elektrochemischen Sensoren heraus- 

so zutrennen und wenigstens ein Ende der Probenkammer der elektrochemischen Sensoren zu definieren. 

43. Verfahren nach irgendeinem der Anspruche 40 bis 42, das auBerdem das Bilden einer Vielzahl von Anzeigeelek- 
troden auf einem von dem ersten und zweiten Substrat umfaBt. 

55 44. Verfahren nach irgendeinem der Anspruche 40 bis 43, wobei der Bereich der Abstandshalterschicht entfernt wird, 
um die Probenkammerbereiche zu definieren, nachdem die Abstandshalterschicht auf dem ersten und zweiten 
Substrat angeordnet ist 



51 



EP 1 119 637 B1 

Revendications 

1. DEtecteur (20) pour determiner la concentration d'une substance a analyser dans un echantillon de fluide, le dE- 
tecteur comprenant : 

5 

une paire d'Electrodes comprenant une Electrode a Etudier (22, 502, 522, 542, 562, 580, 602, 642, 1010) et 
une contre-Electrode (24, 510, 530, 550, 570, 584, 610, 650, 1020), dans lequel au moins une partie de I'Elec- 
trode a Etudier se trouve a une distance efficace infErieure & 200 u.m d'une partie de la contre-Electrode, et 
dans lequel, optionnellement, la contre-Electrode est une contre-Electrode/une Electrode de reference ; 

10 une Electrode de reference optionnelle (512, 532, 552, 572, 585, 612, 652) ; 

une chambre d'Echantillonnage (26, 526, 546, 566, 582, 606, 646) pour maintenir I'Echantillon de fluide en 
contact Electrolytique avec I'Electrode a Etudier, la contre-Electrode, et I'Electrode de reference, si elle est 
prEsente, la chambre d'Echantillonnage comprenant une zone de mesure adjacente a I'Electrode a etudier, a 
la contre-Electrode, et a I'Electrode de reference, si elle est prEsente, dans lequel la zone de mesure est formEe 

15 pour contenir un volume infErieur a environ 1 ul d'Echantillon de fluide et dans lequel, optionnellement, la 

chambre d'Echantillonnage est formed pour contenir moins de 1 u,L environ de fluide d'Echantillonnage ; et 
une enzyme reactive a la substance a analyser et un mEdiateur de redox diffusable dispose* dans la zone de 
mesure; 

le dEtecteur ayant EtE configure" et agencE de telle sorte qu'un signal de rEaction gEnErE par le mEdiateur de 
20 redox diffusable soit infErieur a : 

(a) cinq fois uh signal gEnErE par I'oxydation ou la reduction d'une quantity physiologique moyenne nor- 
male d'une substance a analyser ; ou 

(b) cinq fois un signal gEnErE par I'oxydation ou la reduction d'une quantity de substance a analyse cor- 
25 respondant k une deviation moyenne par rapport a une quantity physiologique moyenne normale de subs- 
tance a analyser. 

2. DEtecteur (20) pour determiner la concentration du glucose de la substance a analyser dans un Echantillon de 
fluide, le detecteur comprenant : 

30 

une paire d'Electrodes comprenant une Electrode a etudier (22, 502, 522, 542, 562, 580, 602, 642, 1010) et 
une contre-Electrode (24, 510, 530, 550, 570, 584, 610, 650, 1020), dans lequel TEiectrode a Etudier et la 
contre-Electrode sont sEparEes par une distance efficace de I'ordre de 25 a 1000 jim ; 
une chambre d'Echantillonnage (26, 526, 546, 566, 582, 606, 646) pour contenir I'Echantillon de fluide, la 
35 chambre d'Echantillonnage comprenant une zone de mesure adjacente a I'Electrode a Etudier et a la contre- 

Electrode, dans laquelle la zone de mesure est formEe pour contenir un volume infErieur a environ 1 \it 
d'Echantillon ; et 

une enzyme rEactive a la substance a analyser et un mEdiateur de redox diffusable disposEs dans la zone de 
mesure ; 

40 le dEtecteur ayant EtE configurE et agencE de telle sorte qu'un signal de rEaction gEnErE par le mEdjateur de 

redox diffusable soit infErieur a cinq fois un signal gEnErE par I'oxydation ou la rEduction de 5 mM de glucose. 

3. DEtecteur selon I'une quelconque des revendications 1 et 2, dans lequel le dEtecteur est configurE et agencE de 
telle sorte qu'un signal de rEaction gEnErE par le mEdiateur de redox diffusable soit identique ou infErieur au signal 

45 gEnErE par I'oxydation ou la rEduction de la quantitE physiologique moyenne normale de substance a analyser. 

4. DEtecteur selon I'une quelconque des revendications 1 et 2, dans lequel le dEtecteur est configurE et agencE de 
telle sorte qu'un signal de rEaction gEnErE par le mEdiateur de redox diffusable soit infErieur a 25% du signal 
gEnErE par I'oxydation ou la rEduction de la substance a analyser et , de prEfErence, infErieur a 5% du signal 

so gEnErE par i'oxydation ou la rEduction de la substance a analyser. 

5. DEtecteur selon I'une quelconque des revendications 1 a 4, dans lequel le dEtecteur comprend : 

(a) un premier substrat (500, 520, 560, 579, 600, 640) possEdant une extrEmitE proximale et une extrEmitE 
55 distale, le premier substrat dEfinissant un premier bord latEral (656) et un deuxiEme bord latEral (658) du 

dEtecteur Electrochimique s'Etendant de PextrEmitE proximale jusqu'a ''extrEmitE distale du premier substrat, 
I'extrEmitE distale Etant configurEe et agencEe pour Etre insErEe dans un lecteur de dEtecteur ; 

(b) un deuxiEme substrat (508, 528, 548, 568, 583, 608, 648) disposE sur le premier substrat, I'Electrode a 
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etudier etant disposee sur I'un des premier et deuxieme substrats et la contre-eiectrode etant disposee sur 
Tun des premier et deuxieme substrats ; 

(c) une entretoise (28, 504, 524, 544, 564, 581 , 604, 644) disposed entre le premier et le deuxieme substrats 
et deTmissant une premiere ouverture le long du premier bord lateral du detecteur et une deuxieme ouverture 

5 le long du deuxieme bord lateral du detecteur, la chambre d'echantillonnage s'etendant de la premiere ouver- 

ture jusqu'a la deuxieme ouverture ; et 

(d) au moins une Electrode indicatrice disposee au moins sur Pun des premier et deuxieme substrats et posi- 
tionnee par rapport a la zone de mesure ou a la chambre d'echantillonnage afin de determiner le moment 
auquel la zone de mesure ou la chambre d'echantillonnage contient I'echantillon. 

w 

6. Detecteur selon I'une quelconque des revendications 1 a 4, dans lequel le detecteur comprend : 

(a) un premier substrat possedant une extremite proximate et une extremite distale, I'extremite distale etant 
configuree et agencee pour §tre ins6r6e dans un lecteur de detecteur, le premier substrat definissant un pre- 

'5 mier bord lateral et un deuxieme bord lateral du detecteur eiectrochimique s'etendant de I'extremite proximate 

jusqu'a I'extremite distale du premier substrat ; 

(b) un deuxieme substrat dispose sur le premier substrat, reiectrode a etudier etant disposee sur I'un des 
premier et deuxieme substrats et la contre-eiectrode etant disposee sur Tun des premier et deuxieme 
substrats ; 

zo (c) une entretoise disposee entre le premier et le deuxieme substrats et definissant une premiere ouverture 

le long de I'extremite proximate du detecteur et une deuxieme ouverture le long du premier bord. lateral du 
detecteur, la chambre d'echantillonnage s'etendant de la premiere ouverture jusqu'a la deuxieme ouverture ; et 
(d) au moins une electrode indicatrice disposee au moins sur I'un des premier et deuxieme substrats et posi- 
tionn6e par rapport a la zone de mesure ou a ia chambre d'echantillonnage afin de determiner le moment 

25 auquel la zone de mesure ou la chambre d'echantillonnage contient I'echantillon. 

7. Detecteur selon Tune quelconque des revendications 1 a 4, dans lequel le detecteur comprend une electrode 
indicatrice disposee dans le detecteur afin d'indiquer le moment auquel la zone de mesure contient un 6chantillon, 
ou le moment auquel la chambre d'echantillonnage contient un echantillon. 

30 

8. Detecteur selon I'une quelconque des revendications 5 a 7, dans lequel reiectrode indicatrice est egalement une 
electrode a etudier ou une contre-eiectrode. 

9. Detecteur selon I'une quelconque des revendications 5 a 8, comprenant en outre un signe visuel ou sonore, coupte 
35 a reiectrode indicatrice, qui s'active lorsque reiectrode indicatrice indique que la zone de mesure ou la chambre 

d'echantillonnage contient rechantillon. 

10. Detecteur selon I'une quelconque des revendications 5 a 9, dans lequel reiectrode indicatrice est disposee face 
a I'une de reiectrode a etudier et de la contre-eiectrode. 

40 . 

11. Detecteur selon I'une quelconque des revendications 5 a 10, dans lequel le detecteur comprend au moins deux 
electrodes in dica trices disposees dans le detecteur, dans lequel une premiere electrode indicatrice indique !e 
moment auquel la zone de mesure ou la chambre d'echantillonnage commence a se remplir d' echantillon, et dans 
lequel une deuxieme electrode indicatrice indique le moment auquel la zone de mesure ou la chambre d'echan- 

45 tillonnage est sensiblement remplie d'echantillon. 

12. Detecteur selon I'une quelconque des revendications 5 a 10, dans lequel le detecteur comprend au moins deux 
electrodes indicatrices disposees dans le detecteur, dans lequel deux des electrodes indicatrices comprennent 
une premiere contre-eiectrode/eiectrode indicatrice et une deuxieme contre-eiectrode/eiectrode indicatrice avec 

50 la contre-eiectrode disposee entre les premiere et deuxieme contre-eiectrodes/eiectrodes indicatrices. 

1 3. Detecteur selon I'une quelconque des revendications 1 a 1 2, dans lequel la zone de mesure et la chambre d'echan- 
tillonnage possedent un volume identique. 

55 14. Detecteur selon I'une quelconque des revendications 1 a 1 3, dans laquelle la substance a analyser est du glucose 
et I'enzyme reactive a la substance a analyser est une enzyme reactive au glucose. 

15. Detecteur selon I'une quelconque des revendications 1 a 13, dans lequel la substance, a analyser est un medica- 
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ment. 

1 6. Detecteur selon Tune quelconque des revendications 1 a 1 5, dans lequel la zone de mesure est reliee sur au moins 
deux cdfes par I'electrode a etudier et la contre-eiectrode, et dans lequel, optionnellement, I'electrode a etudier et 

. la contre-eiectrode torment une paire d'eiectrodes se faisant face avec la zone de mesure positionnSe entre reiec- 
trode a etudier et la contre-eiectrode. 

17. Detecteur selon I'une quelconque des revendications 1 a 16, dans lequel !e detecteur est configure et agence de 
telle sorte que le mediateur oxyde la substance a analyser et que le potentiel e demi-onde du mediateur de redox, 
mesure par vortanrfetrie dans 0,1 M de NaCI a un pH de 7, soit inferieur a environ ±1 00 millivolts par rapport au * 
potentiel de la contre-eiectrode/de I'electrode de reference. 

18. Detecteur selon I'une quelconque des revendications 1 a 17, dans lequel le detecteur est configure et agence de 
telle sorte que le mediateur oxyde la-substance a analyser et que le potentiel de demi-onde du mediateur de redox, 
mesure par voltametrie dans 0,1 M de NaCI a un pH de 7, soit a peu pres. identique au potentiel de la contre- 
eiectrode/de I'electrode de reference. 

1 9. Detecteur selon I'une quelconque des revendications 1 a 1 8, dans lequel le detecteur est configure et agence de 
telle sorte que le mediateur oxyde la substance a analyser et que le potentiel de demi-onde du mediateur de redox, 
mesure par voltametrie dans 0,1 M de NaCI a un pH de 7, sort a peu pres inferieur a environ -150 millivolts par 
rapport au potentiel de la contre-electrode/de I'electrode de reference. 

20. Detecteur selon I'une quelconque des revendications 1 a 19, dans lequel, dans le detecteur, le coefficient effectif 
de diffusion du mediateur de redox dans I'echantillon de fluide est inferieur au coefficient effectif de diffusion de 
la substance a analyser dans I'echantillon de fluide et, de preference, au moins dix fois inferieur au coefficient 
effectif de diffusion de la substance a analyser dans I'echantillon de fluide. 

21 . Detecteur selon I'une quelconque des revendications 1 a 20, dans lequel le mediateur diffusable possede un poids 
moteculaire d'au moins 5000 daltons. 

22. Detecteur selon I'une quelconque des revendications 1 a 21 , dans lequel le detecteur est configure et agence de 
telle sorte que le mediateur de redox soit plus facilement electrolyse sur I'electrode a etudier que sur la contre- 
eiectrode. 

23. Detecteur selon I'une quelconque des revendications 1 a 22, dans lequel le detecteur comprend une quantity 
molaire de mediateur de redox qui est, sur une base stoechiometrique, inferieure a une quantity physiologique 
normale moyenne de substance a analyser et dans lequel, de preference, le detecteur comprend une quantife 
molaire de mediateur de redox qui est, sur une base stoechiometrique, inferieure a 20% d'une quantife physiolo- 
gique normale moyenne de substance a analyser. 

24. Detecteur selon I'une quelconque des revendications 1 a 23, dans tequel I'electrode a etudier possede une surface 
inferieure a environ 0,01 cm exposed dans la zone de mesure. 

25. Detecteur selon I'une quelconque des revendications 1 a 24, dans lequel I'activife de Tenzyme est inferieure a 1 
unite/cm 3 . 

26. Detecteur selon I'une quelconque des revendications 1 a 25, dans lequel le detecteur est configure et agence de 
telle sorte que le mediateur de redox diffusable se prdcipite lorsqu'il est feagi sur la contre-eiectrode. 

27. Detecteur selon I'une quelconque des revendications 1 a 26, dans lequel le detecteur est configure et agence de 
telle sorte qu'un produit matrfematique du coefficient effectif de diffusion du mediateur de redox et que la concen- 
tration en mediateur de redox soient inferieurs a 1 x 10" 12 moles cm* 1 sec* 1 lorsque I'echantillon de fluide remplit 
la zone de mesure. 

28. Detecteur selon I'une quelconque des revendications 1 a 27, dans lequel le mediateur de redox diffusable est 
dispose sur I'electrode a etudier. 

29. Detecteur selon I'une quelconque des revendications 1 a 28, dans lequel Penzyme reactive a la substance a ana- 
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tyser est disposed sur reiectrode a etudier. . 

30. Procede pour determiner une concentration d'une substance a analyser dans un echantillon, comprenant les Sta- 
pes consistant a : 

5 

mettre en contact un echantillon avec n'importe lequel des detecteurs eiectrochimiques des revendications 1 
a 29; 

generer un signal de detecteur au niveau de reiectrode a etudier, et 

a determiner la concentration de la substance a analyser en utilisant le signal du detecteur. 

w 

31. Precede selon la revendication 30, dans lequel ie signal de reaction qui est g6ner6 par le m&Jiateur de redox 
diffusable est inferieur a : 

(a) cinq fois un signal genere par I'oxydation ou la reduction d'une quantite physiologique moyenne normale 
d'une substance a analyser ; ou . 

(b) cinq fois un signal gSnere par I'oxydation ou la reduction d'une quantite de substance a analyse corres- 
pondant a une deviation moyenne par rapport a une quantite physiologique moyenne normale de substance 
a analyser ; ou 

(c) cinq fois un signal g£ne>6 par I'oxydation ou la reduction de 5 mM de glucose. 

32. Procede selon I'une quelconque des revendications 30 a 31 , dans lequel la determination de la concentration de 
la substance a analyser comprend la determination de la concentration de la substance a analyser par coulometrie 
en utilisant le signal du detecteur. 

25 33. Procede selon Tune quelconque des revendications 30 a 32, dans lequel la determination de la concentration de 
la substance a analyser comprend la determination de la concentration de la substance a analyser par amp6ro- 
metrie en utilisant le signal du detecteur. 

34. Proc6de selon I'une quelconque des revendications 30 a 31 , dans lequel la determination de la concentration de 
30 la substance a analyser comprend la determination de la concentration de la substance a analyser par potentio- 

metrie en utilisant le signal du detecteur. 

35. Procede selon I'une quelconque des revendications 30 a 31 , dans lequel la determination de la concentration de 
la substance a analyser comprend la determination de la concentration de la substance a analyser par chronoam- 

35 peremetrie en utilisant le signal du detecteur. 

36. Procede selon I'une quelconque des revendications 30 a 31 , dans lequel la determination de la concentration de 
la substance a analyser comprend la determination de la concentration de la substance a analyser par chronopo- 
tentiometrie en utilisant le signal du detecteur. 

40 

37. Procede selon I'une quelconque des revendications 30 a 31 , dans lequel la determination de la concentration de 
la substance a analyser comprend la determination de la concentration de la substance a analyser par une tech- 
nique de mesure de Cotrell en utilisant le signal du detecteur. 

^5 38. Procede selon I'une quelconque des revendications 30 a 37, comprenant en outre : 

la fourniture de donnees d'etalonnage concemant un lot de detecteurs eiectrochimiques a un instrument de 
mesure, lesdites donnees d'etalonnage comprenant des informations liees a i'ampleur d'une charge de reac- 
tion relative au lot de detecteurs eiectrochimiques ; 

so 

dans lequel retape de determination de la concentration de la substance a analyser comprend la determi- 
nation de la concentration de la substance a analyser en utilisant le signal du detecteur et les donnees d'etalonnage. 

39. Procede de determination d'une concentration d'une substance a analyser dans un echantillon, le procede com- 
55 prenant les etapes consistant a : 

mettre en contact un echantillon avec n'importe lequel des detecteurs eiectrochimiques des revendications 1 
a 29; 
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observer un signal de Electrode indicatrice signifiant que la zone de mesure contient rechantillon ; 
appliquer un potentiel entre I'electrode a etudier et la contre-eiectrode afin d'eiectrolyser la substance a ana- 
lyser dans rechantillon ; 

generer un signal reactif a la substance a analyser provenant du detecteur en reponse a ('electrolyse de la 
substance a analyser dans rechantillon ; et 

a determiner la concentration de la substance a analyser en utilisant le signal reactif a la substance a analyser. 

40. Procede de fabrication de n'importe lequel des detecteurs electrochimiques des revendications 1 a 29, le procede 
comprenant : 

(a) la formation d'une pluralite d'eiectrodes a etudier sur un premier substrat ; 

(b) la formation d'une pluralite de contre-eiectrodes sur un deuxieme substrat ; 

(c) I'agencement d'une couche d'espacement sur run des premier et deuxieme substrats ; 

(d) le retrait d'une partie de la couche d'espacement afin de definir des regions de chambre d'echantillonnage ; 

(e) la stratification des premier et deuxieme substrats ensemble ; et 

(f) la separation d'une pluralite de detecteurs electrochimiques des substrats stratifies, chaque detecteur eiec- 
trochimique comprenant au moins I'une des electrodes a etudier, au moins I'une des contre-eiectrodes, et au 
moins I'une des regions de chambre d'echantillonnage. 

41. Procede selon la revendication 40, dans lequel le premier substrat est une premiere region d'un substrat et le 
deuxieme substrat est une deuxieme region du substrat, et comprenant en outre : 

le piiage du substrat afin de chevaucher ies premiere et deuxieme regions du substrat. 

42 Procede selon I'une quetconque des revendications 40 et 41 , dans lequel la separation de la pluralite de detecteurs 
electrochimiques comprend le decoupage des premier et deuxieme substrats afin de se parer Ies detecteurs elec- 
trochimiques et de definir au moins une extremite de la chambre d'echantillonnage des detecteurs electrochimi- 
ques. 

43. Procede selon Tune quelconque des revendications 40 a 42, comprenant en outre la formation d'une pluralite 
d'eiectrodes indicatives sur I'un des premier et deuxieme substrats. 

44 Procede selon I'une quelconque des revendications 40 a 43, dans lequel la partie de la couche d'espacement est 
retiree afin de definir les regions de la chambre d'echantillonnage aprfcs que la couche d'espacement ait 6te dis- 
posed sur I'un des premier et deuxieme substrats. 
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FIG. 1 
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FIG- 7 
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FIG- 8 
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FIG. 10 
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FIG. 11C 
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FIG. 13B 
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FIG. 29 
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FIG. 30 
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